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Malignant Melanoma is deadliest type of skin cancer, seen with low frequency. Lack of 
diagnostic and prognostic markers are important obstacles during early detection and selection 
of appropriate adjuvant therapy for malignant melanoma patients. Upon early diagnosis of 
melanoma in patients with stage IA and IB, the survival rates for 5 to 10 years is above 85% 
based on American Cancer Society statistics. However, with increasing stage and low survival 
rates, selection of appropriate post surgical adjuvant therapy has high impact to increase the 
survival and life quality of patients. Immunotherapy trials targeting malignant melanoma 
(MM) patients have been developing in larger extents in the last 2 decades, considering 
melanoma is the most immugenic cancer type among all cancers. Based on these facts, we 
decided to search for prognostic biomarkers which will guide clinicians to define appropriate 
malignant melanoma patients to apply autologous vaccination as a post surgical adjuvant 
therapy. With the contribution of our collaborator research group, we were able to obtain 28 
primary cell cultures of MM patients with known survival outcomes, and their gene 
expression profiles in Luminex platform. Grounding from the results of Unsupervised 
Survival Analysis Tool (USAT; a software designed to determine prognosis-associated 
mRNAs, developed in our laboratory), we decided to validate the expression profiles of 
prospective prognostic biomarker genes in the primary cell culture samples, with qRT-PCR. 
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Subsequent to elimination of samples determined as being altered in culture over time, and 
thus no longer representing their expression profile, based on Sum of Absolute Rank 
Difference (SARD) analysis, 8 genes validated out of 10 in 21 samples were as follows; CT 
genes (SSX1, MAGEA1), EMT markers (CDX2, CLDN1), DNA repair genes (ERCC1, 
LIG3), transforming growth factor alpha (TGFα), A-kinase anchor protein 13 (AKAP13). 
Previous studies of our laboratory, concerning high immunogenic potential of CT genes in 
cancers, made SSX1 and MAGEA1 our major interest in autologous vaccinated MM patients. 
Our findings suggest that autologous vaccination might increase overall survival especially in 
malignant melanoma patients whose tumors show higher CT gene expression. We show that 
high expression of TGFα can also be used as a prognostic marker for identifying patients who 
will benefit from this treatment.   













Otolog Aşı yapılmış Malign Melanoma hastalarında prognoz ile ilgili 
belirteç onaylaması 
       Zeynep Özge AYYILDIZ 
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Tez Yöneticisi: Yrd. Doç.Dr. Ali OSMAY GÜRE 
   Nisan 2014 
Malign Melanoma, nadir görülen en ölümcül deri kanseri türüdür. Malign melanoma 
hastalarının tanı ve tedavisi için belirteçlerin eksikliği, hastaların erken teşhisi ve hastalar için 
uygun destekleyici tedavi yöntemlerinin seçilmesinin önünde önemli bir engeldir. 
Melanomanın erken teşhis edilmesi takdirde IA ve IB evresindeki hastaların 5-10 yıllık 
hayatta kalma oranları Amerika Kanser Topluğunun istatistiklerine gore  %85’in üzerindedir. 
Bunun yanı sıra,  ilerleyen evre ve düşen hayatta kalma oranları ile birlikte, cerrahi müdahele 
sonrası uygun destekleyici tedavinin seçiminin hastaların hayatta kalma oranlarına ve hayat 
kalitelerin artırılmasına etkisi yüksektir. Melanomanın kanser türleri arasında en immunojenik 
kanser türü olması sebebiyle, malign melanoma hastalarını hedef alan immunoterapi 
denemeleri son 20 yılda daha geniş kapsamlı olarak geliştirilmektedir. Bunlara dayanarak, 
klinisyenlerin cerrahi müdahele sonrası otolog aşı yapılması için uygun malign melanom 
hastalarını belirlemelerinde kullanabilecekleri prognoz ile ilişkili belirteç araştırmaya karar 
verdik. İş birliği içinde olduğumuz araştırma grubunun katkısıyla, 28 malign melanom hastası 
primer hücre kültürü ve Luminex platformunda gen ekspresyon profilerini temin ettik. 
Güdümsüz Sağkalım Analiz Programı (USAT: laboratuarımızda geliştirilmiş sağ kalımla 
ilişkili genleri tespite yarayan bir yazılım) sonuçları temelinde, prognozla ilişkisi muhtemel 
genlerin gen ifade profilerini primer hücre kültürlerinde, qRT-PCR ile onamaya karar verdik. 
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Hücre kültürü sırasında değişen ve dolaysıyla gen ifadeleri Luminex verileriyle örtüşmeyecek 
hale gelmiş hücre kulturlerinin Mutlak Sıra Farkı Toplamı (SARD) analizine dayanarak 
elenmesinden sonra, 21 örnekte çalıştığımız 10 genin doğrulanabilen 8’i; CT genleri (SSX1, 
MAGEA1), epitelyal mezenkimal belirteç genleri (CDX2, CLDN1), DNA onarım genleri 
(ERCC1, LIG3), transforme edici büyüme fakötürü (TGFα), kinaz A taşıyıcı proteini 
(AKAP13) idi. Laboratuarlarımızdaki CT genlerinin kanserlerdeki yüksek immunojenik 
potensiyellerine ait geçmiş çalışmalar, SSX1 ve MAGEA1 genlerini otolog aşılanmış malign 
melanoma hastalarında esas ilgimiz haline getirdi. Sonuçlarımız CT gen ifadesi yüksek olan 
malign melanom hastalarına otolog aşı yapılmasının genel sağkalımı artırmada faydalı 
olduğunu düşündürtüyor. Buna ek olarak, yüksek TGFα ifadesinin de otolog aşılamaya tabi 
tutulacak hastalarda prognozla ilişkili belirteç olduğu anlaşılmaktadır. 
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1.1 Histology and Anatomy of the Skin  
Skin with total 16% of body weight and 1.8 m² surface areas, is the largest organ of the 
body. Water and electrolyte balance, protections against UV, microorganism, mechanical 
insults or toxic agents are maintained by skin. Skin consists of three structural layers; (1) 
epidermis, (2) dermis, (3) subcutis. Structure of the skin (Figure 1.1) is constant though, 
thickness of it may vary depending on the location.  
               
                    Figure 1.1 General structure of the skin (microscopic cross section) 
Besides keratinocytes, which are the main cell type in epidermis, melanocytes function 
to (1) form a connection between  neighbouring keratinocytes in stratum basale, (2) produce 
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and (3) store melanin in their melanosome. Melanin is transferred to keratinocytes, where they 
reside in granules, will be beneficial against harmfull effects of UV.
1
  
1.2 Melanocyte development of the Skin 
Skin melanocytes are originated from the neural crest cells (NCC) resides in the 
embryonic germlayer ectoderm. Multipotent properties of NCCs are lost gradually in 
developmental process and they become lineage restricted cells.
2, 3
 Lineage restriction counts 
on the location of NCCs. Traditionally, NCCs located in dorsal trunk region give rise to 
epidermal melanocytes migrating dorsa-laterally.
4
 However, NCCs travelling ventrally can be 
maintained as multipotent cells which will turn into myelin sheats or melanocytes.
5
 
Embryonic cutaneous innervation hosts invasion of epidermis by ventrally migrating cells. 
6
 
Evidences suggest that development of congenital nevi may arise from response to epidermal 
cells secreted growth factors by precursors of Schwann cells reach epidermis during cutenous 
innervation.
7
 Studies demonstrating molecular difference between dermal and epidermal 
melanocytes support the double origin of skin melanocytes idea.
8
 
At the molecular level, intact BMP signalling partly contributes to early neural crest 
induction.
9
 Fate of trunk NCCs counts on Notch signalling activation acts on early progenitors 
cells preventing them taking neuranal fate instead of becoming neural crest cells.
10
 
Subsequent to induction, neural crest cells undergo epitheliel-mesencymal transition, lose 
their attachment to neighbouring cells and migrate. This mobility acquired by repression of E-
cadherin expresion via Snail/Slug transcription factors.
11
 WNT signalling is essential for its 
role in promoting cell fate towards melanoblast and mature melanocyte through B-catenin 
expression.
2, 12-14
  Further receptor tyrosine kinase c-KIT and its ligand; G protein coupled 
receptor EDNRB2 and its ligand endothelin-3; transcription factors Sox10, Pax3, MITF; are 





1.3 Epidemiolgy of Cutaneous Malignant Melanoma 
1.3.1 Incidence of Cutaneous Malignant Melanoma  
Melanoma of the skin is the 5th common cancer in USA after prostate, breast, lung, 
colon and rectum cancers. Although 5% of skin cancer defined as melanoma, 75% of the 
deaths occur as a result of melanoma. American Cancer Society estimated 4.6% of the new 
cancer cases would be diagnosed as melanoma in 2013. Out of estimated 76,690 new 
melanomas,   approximately 45,060 cases would be diagnosed in men. Expected number of 
people died from malignant melanoma is 9,480 which are equal to 1.6 % of cancer death. 
Geographical variations, age, gender, anatomic location of the primary tumor may 
affect the incidence of melanoma. Latitude gradient for melanoma is taken into account as a 
feature of melanoma.
19, 20
 Fair skinned people living at low gratitudes in high incidence 
countries such as Australia, New Zealand, USA, Isaril, have highest rates of melanoma 
compared to high latitude counterparts and dark skinned residents of the countries.
21-23
 
Southern Europe populations (Italy, southern Spain and Balkans) are exceptions in the context 
of latitude graident. Assumed to be predominated by the overall darker pigmentary 
chracteristics, southern Europe populations demonstrates low incidence of melanoma. 
Compatible with these findings World Health Organisation estimated incidence of melanoma 
to be high in Scandinavian countries in Europe (Fig 1.2). 
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                                  Age Standardised Rate (European) per 100,000 
          Figure1.2 Estimated Incidence of Malignant Melanoma of skin in both sexes, 2012 
Source: Ferlay J, Steliarova-Foucher E, Lortet-Tieulent J, Rosso S, Coebergh JWW, Comber 
H, Forman D, Bray F. Cancer incidence and mortality patterns in Europe: estimates for 40 
countries in 2012. Eur J Cancer. 2013 Apr; 49(6):1374-403. 
Starting from 40 years of age, age-dependent incidence of melanoma gradually rises 
and peaks at the seventh and eight decades. 
24-28
 People around 50-60 years of age have high 
incidence of primary tumor on the trunk compared to those around 80s whose primary tumor 
locate in the head and neck.
27-31
 Males are more prone to melanoma in low latitude countries. 
Thus,  melanoma incidence have been higher among men in Australia and USA or have been 





1.3.2  Risk Factors of Cutaneous Malignant Melanoma 
Genetic predisposition and exposure to environmental agents promote incidence of 
melanoma. Elevated numbers of atypical moles inherited in a familial setting defined as 
dysplastic nevus syndrome and may delevop melanoma with a higher penetrance rate and 
earlier onset than sporadic melanoma.
33-35
 
A Germline mutation in the cyclin dependent kinase inhibitor 2 gene (CDKN2A, 
chromosome 9p21) is a major indicator of susceptibility to melanoma progression in familial 
type of melanoma.
36, 37
 20-40% of the familial melanoma is originated from germline 
alterations in CDKN2A gene.
38, 39
 Coinheretance of a low –risk susceptibility gene, 
melanocortin-1 receptor (MC1R) in red haired vairants with CDKN2A mutations has found to 
increase the risk of melanoma from 50% to 80%.
40, 41
 With less frequency, abberations in 
CDK4 or CDK6 can be detected in melanoma. Mutations in CDK4 binding site of p16 
INK4A (Arg24CyS Arg24 His mutation) resulting in impaired binding of p16INK4A to 
CDK4 may seen in melanoma prone families. 
42-45
 
The only environmental factor sunlight may increase the risk of melanoma through its 
UV components. UV exposure is indicated to be a risk factor for melanoma in several studies 
such as, (1) increased incidence up to 10 to 20 fold in fair skinned people located in close 
proximity to equator
46
; (2) XP diagnosed people have 1,000 fold increase incidence to 
melanoma compared to average population
47
; (3) UV radiation induced other types of skin 
cancer history elevates the risks up to 3 fold compared to patients without history
48, 49
  and (4) 
tendency to burn and freckles are phenotypic measures raise risk nearly two fold in all 
populations.
50
 Exposure pattern of sunlight is also important in melanoma. Common view 
supports higher risks of melanoma caused by intermittent sun exposure compared to chronic 
or cumulative sun exposure.
51-53
 Differences in sun exposure patterns on specific locations 





1.4 Cutaneous Malignant Melanoma Genetics   
A better understanding of molecular changes in melanoma pathogenesis is beneficial for 
a better classification of patients and thus improving treatment options. So far, molecular 
researchs in melanoma have provided insights about abberations in cell cycle regulatory and 
cell signalling processes contributing melanomagenesis. Vast majority of malignant 
melanoma cases resulting from either presence of germline or somatic mutations in these 
pathways. Cross-talk between these pathways either is helpfull to partially control the 
resulting impairment or worsen the pathogenesis depending on the number of effected 
processes. 
 
1.4.1  Abberant Cell Cycle Regulation of CMM 
Phosphorylation status of pRB in the G1/S phase is a crucial step for cell cycle 
regulation thus, pRB serves as gatekeeper protein. .Entrance to S phase from G1 phase 
requires phosphorylation of pRB by cyclin-Cdk complexes, resulting in releasing E2F 
transcription factor from pRB, leading to expression of essential genes for G1/S transition. 
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                           Figure 1.3 The CDKN2A locus and cell cycle control 
 Source: Aleksandar Sekulic, MD, PhD, Paul Haluska Jr, MD, PhD, Arlo J. Miller, MD, PhD, 
Josep Genebriera De Lamo, MD, Samuel Ejadi, MD, Jose S. Pulido, MD, MS, MPH, MBA, 
Diva R. Salomao, MD, Erik C. Thorland, PhD, Richard G. Vile, PhD, David L. Swanson, 
MD, Barbara A. Pockaj, MD, Susan D. Laman, MD, MPH, Mark R. Pittelkow, MD, and 
Svetomir N. Markovic, MD, PhD. Malignant Melanoma in the 21st Century: The Emerging 
Molecular Landscape. Mayo Clin Proc. 2008.            
CDKN2A gene encodes 2 structurally particular proteins, p16 INK4a and p14 ARF, 
functioning in the cell cycle regulation as tumor supressors.
55
 Hypophosparylation status of 
pRB is maintained directly by p16 INK4a or indirectly by p14 ARF. In presence of cdk 
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inhibitor kinase (CKI); p16 INK4a inhibits cyclinD1-cdk4/6 complex activity, enabling pRB 
to sequester E2F and subsequently, lead to cell cycle arrest. Alternative splice variant of 
CDKN2A, p14 ARF protein indirectly controls pRB status in a same manner of p16 INK4a, 
via stabilizing levels of p53 protein, inhibiting its interaction with MDM2. In normal cellular 
conditions, p53 is target of MDM2 protein leading its ubiqutination and subsequent 
degradation in proteosomes.
56
 DNA damage triggers p53 accumulation in the cell via 
sequestering of MDM2 by p14 ARF.
57
 Activation of p53 induces another CKI protein p21,  
which, prevents phosphorylation of pRB via cyclin E/Cdk2 complex.(Fig1.3) In contrast to 
other malignancies, p53 mutation is very low
58
 in melanoma confirming reliance to p14 ARF 
control.  
Melanoma associated CDKN2A mutations either resulted in low expression of p16 
INK4A
59, 60
 or p14 ARF alone
61, 62
 or both 
63-67
 indicates that each tumor supressor fulfill its 
own particular role against development of melanoma. 
  
1.4.2  Abberant Cell Signalling in CMM  
Receptor tyrosine kinases (RTKs) initiated proliferation via mitogen activated protein 
kinase (MAPK) pathway and survival via phosphoinosite 3kinase/ AKT (PI3K/AKT) 
pathway are in the centre of sporadic melanoma pathogenesis. 
1.4.2.1   MAPK pathway 
Activation upon RTKs ligand to RTKs or integrin adhesion to extracellular matrix; 
GDP binding to RAS protein (NRAS/KRAS/HRAS) is replaced with GTP, transfering RAS 
to its active state.
68, 69
 RAS activation triggers its downstream effectors; RAF/MEK/ERK 
serine threonine kinases. Any changes resulting in hyperphosphorylation of ERK through 
MAPK cascade contributes to cellular proliferation and survival of melanoma patients in the 
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90% of the cases.
70
  50-70% mutation is detected in RAF gene, and with a 90% frequency in 
BRAF resulting from substitution of valine with glutamic acid at 600 position. 
71-74
 RAF 





(microphthalmia-associated transcription factor)and BRN-2 
77
(POU domain 
class 3 transcription factor), the cell cycle regulators cyclin D1 and p16 CDKN2A 
78, 79
; and 
the tumor maintenance enzymes, matrix metalloproteinase-1 (MMP-1) 
80
 and inducible nitric 
oxide synthase (iNOS)
81
  act as downstream effectors of BRAF mutation in melanoma. 
Neoangiogenesis is also maintained by BRAFV600E mutation via inducing VEGF 
secretion.
82
 BRAF mutation is found to be present in 70-80 % common benign nevi 
suggesting that BRAF mutation is a very early event in melanomagenesis and by its own is 
not sufficient to drive melanoma development. 
83-85
  
Independent of PI3K-AKT induced mTOR activation, MAPK induced ERK1/2 and 
ribosomal S6 kinase (RSK1) also act on TSC1/TSC2 complex in a same manner of AKT. 
MNK1 and MNK2, downstream kinases of ERK, also directly phosporylate eukaryotic 
translation initiation factor 4E (eIF4E). Upon mTORC 1 activation, eIF4E is released from its 
binding protein; leading to subsequent formation of eIF4E multisubunit complex, inducing 
cap-dependent protein translation, and increased translation of mRNAs with regulatory 
elements in the 5'-untranslated terminal regions (5'-UTR) of its downstream target genes (e.g., 




 cAMP has demonstrated to have an influence on MAPK pathway.
88, 89
 The mechanism 
how cAMP regulates MAPK pathway was brought up by Scott et al. A kinase anchoring 
protein 13 (AKAP13) plays a crucial role in this regulation by translocating cAMP induced 
PKA to near vicinity of RAF-MEK-ERK scaffold protein KSR1 and sustaining tha MAPK 
10 
 
stimulation by phosphorylation of KSR1. Moreoever, AKAP13 constitutes a core complex 
with KSR1 and functions as enhancer of the process as it keeps RAF close to MEK. 
90
    
1.4.2.2  PI3K-AKT Pathway 
Loss of intrinsic GTPase activity of NRAS due to substitution of glutamine to arginine 
at 61 position (Q61R) is seen 90% of overall 30% mutations among RAS family.
91, 92
  BRAF 
and NRAS mutations rarely coexist, regarding implications in the same cascade.
72, 93
 
However, NRAS mutations can activate both MAPK and PI3K signalling simultaneously. 
Oncogenic NRAS activates PI3K to phosphorylate  the second mesenger 
phosphotadylinositol 4,5 biphosphate(PIP2) to PIP3.
94
 Protein kinase B (AKT) activation is 
maintained by PIP3 via phosphoinositide-dependent kinase-1(PDK1).
95-97
 AKT is a 
serine/threonine kinase which is involved in cell cycle progression, survival, metabolism and 
migration via phosphorylation of many physiological substrates upon activation. 
98-102
 Among 
3 isoforms of AKT (AKT1, AKT2, AKT3), AKT3 is preferentially activated in sporadic 
melanomas up to 60% of the cases.
103, 104
 This additional activation of AKT3 is separate from 
loss of functional phosphatase and tensin homolog (PTEN) which acts as a lipid phosphatase 
that regulates intracellular PIP3 levels.
75
 Thus, homozygous mutations or deletions in tumor 





Figure 1.4 schematic representations of key therapeutic targets in the PI3K/Akt and MAPK 
pathways 
Source: Adapted from SubbaRao V. Madhunapantula, Paul J. Mosca8 and Gavin P. 
Robertson. The Akt signaling pathway. Cancer Biology & Therapy, 2011. 









 leading to inactivation of these proteins whereas NF-kB 
activation
104, 113, 114
 is the result of phosphorylation in AKT driven prevention of apoptosis. 
Down regulation of Cdk inhibitor proteins p21 cif1/WAF1, p27 kip1 and stabilization of 
CylinD1 and Cyclin E at G1/S transition and inhibition of Wee1 at G2/M transition is 
controlled under phosphorylation of AKT in the process of cellular proliferation. 
115-117
 AKT 
is also shown to interact with GSK3Beta, which is a part of multiprotein complex regulating 
B-catenin degradation in the cytosol in the absence of WNT signalling, leading its 
ubiqutination and nuclear translocation of B catenin.
118
 (Fig 1.4) 
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Major downstream effector of AKT is mammalian target of rapamycin (mTOR) which 
is a serine/threonine kinase. mTOR has two distinct multiprotein complexes mTORC1 and 
mTORC2. mTORC1 gathers information from various extra and intra cellular signals like 
growth factor induced PI3K –AKT pathway, controlling processes such as protein and lipid 
synthesis and autophagy. AKT can activate mTOR via phosphorylation directly by acting on 
the negative regulator PRAS40 of mTORC1 complex, or indirectly by inhibiting GAP activity 
of TSC1/TSC2 heterodimer on Rheb which stimulates mTORC1. mTORC2 comlex of mTOR 
is a positive coregulator of AKT by phosphorylating it on hydrophobic motif Ser437 for its 
maximal activation. However, defeciency in ser437 phosphorylation of AKT by mTORC2 is 




1.4.2.3  Regulation of MITF            
Microphthalmia associated transcription factor (MITF) regulates melanocytic 
development, differentiation and maintenance.
120, 121
 Pigmentation enzyme genes, as TYR, 
TYRP1, and DCT; melanoma marker genes including SILV/gp100/, HMB45, 
MLANA/MART1, and AIM1 and prognostically relevant melanoma marker TRPM1 is 
regulated by MITF dependent fashion.
122-130
 MITF expression control needs fine tunning 
since high and low levels of MITF results in cycle arrest and differentiation via p16 CDKN2A 
and p21cip1 WAF1 induction or apoptosis, respectively.
131, 132
  However, melanoma cells are 
thought to maintain an intermediate level of MITF expression to promote cell proliferation 
along with tumorigenesis. MITF activation relies on cross talk between MAPK and 
melanocortin pathway (MC1R).(Fig 1.5) MC1R activation is needed for MITF expression 
whereas MAPK is needed for MITF activation.
55
 BRAF mutation in MAPK is shown to 
control MITF protein by increasing MITF expression through BRN2 transcription factor 
counterbalance to MAPK dependent degradation of MITF.
133, 134
 Further downstream effector 
13 
 
of WNT signaling, B-catenin is shown to regulate MITF expression in TCF/LEF/DNA 
consensus dependent transactivation of MITF promoter.
135
 
                 
                                               Figure 1.5 MITF signaling 
Source: Aleksandar Sekulic, MD,PhD, Paul Haluska Jr, MD, PhD, Arlo J. Miller, MD, PhD, 
Josep Genebriera De Lamo, MD, Samuel Ejadi, MD, Jose S. Pulido, MD, MS, MPH, MBA6, 
Diva R. Salomao, MD, Erik C. Thorland, PhD, Richard G. Vile, PhD, David L. Swanson, 
MD, Barbara A. Pockaj, MD, Susan D. Laman, MD, MPH, Mark R. Pittelkow, MD, and 
Svetomir N. Markovic, MD, PhD. Malignant Melanoma in the 21st Century: The Emerging 




1.4.2.4 Deficiency in KIT and MC1R Receptors 
Abberant activation or deactivation of receptors contributes to melanoma progression 
independent of downstream mutations. So far changes in KIT and MC1R genes have been 
detected in melanoma. KIT also known as c-KIT encodes a receptor tyrosine kinase, 
belonging to PDGF family.  Although it is essential for melanocyte survival, its expression is 
lost in nevi. Mutation or gene amplification dependent overexpression of KIT triggers 
downstream proliferative and  pro survival pathways. Mutations occurred in K642E, L576P, 
D816H, and V559A positions may either provoke KIT dimerization in the absence of stem 
cell factor or hinder an auto control conformational change to its unstimulated status. 
136-138
 It 
is also noted that abberant expression of KIT is found in some cases that do not harbor any 
gene amplifications or mutation.  
Polymorphisms seen in MC1R which is a G-protein coupled receptor increase the UV 
induced susceptibility to melanoma. Upon UV exposure; keratinocytes, increase transcription 
and secretion of alfa MSH, activating intracellular melanocortin pathway to overcome UV 
effects by producing melanin resulting in tanning.
139-141
 Germline polymorphisms in MC1R 
receptor lessen expression of MITF and prevents tanning in light skinned and red headed 




      
1.4.2.5 Notch Signalling 
Expression levels of Notch receptors and ligands are found to be elevated in atypical 
nevi and melanoma compared to common mole. 
145, 146
 Notch1 interacts with (1)Beta-catenin , 
which  acts as a downstream effector of WNT signaling and interacts  with N-cadherin
147
; (2) 
MAPK and PI3K/AKT with an unknown way and stimulate transition to vertical growth 
phase
148
; (3) NF-kB and provides prolonged residence in nucleus of T cells.
149
 Further, notch1 
signaling is essential for RAS mediated transformation where impairments in notch1 





1.5 Current Evaluation of Cutaneous Malignant Melanoma  
A patient can be diagnosed with melanoma depending on clinical and histopathological 
assesments. Clinical diagnostic approaches differ from histopathological ones in the devices 
they use. Especially radiological devices are used in clinical assessment of node involvements 
where as light microscopy is used in the latter one. Besides, with a slight difference in details, 
both methods come up with same result considering stages. Presence or absence of node 
involvement or distant metastasis is sufficient for clinical staging. However a deeper 
understanding of primary tumor, number of nodes, locations of distant metastasis is given by 
histopathological staging. 
1.5.1  Clinical Evaluation  
An experienced dermatologist can diagnose the lesion of interest according to the 
clinical ABCDs criterias of the melanoma.
152
 ABCD refers to assymetry, border irregularity, 
color distribution, and diameter of the lession that can be detected by naked eye.(Table 1.1) 
Since asymmetrical changes in size, shape or color, accompanied with itching and bleeding 
may develop in time, “E” of evoltion is added to ABCD rule. 153  Atypical nevus can be 
identified more easily beacuse of the differences seen in patterns compared to benign nevus of 
the same patient examined prior to selected nevi. This is called ugly duckling sign.
154
 For 
questionable lessions non-invasive dermascopy method can be applied to distinguish between 
atypical nevus and melanoma.
54
 Methods give insight about architecture of the tumor.
155
 
Algorithmic methods such as the ABCD rule of dermoscopy
156
, the 7-point checklist of 
dermoscopy 
157
, or Menzies’ scroring method158 are valid and reliable during dermascopy. 
Dermascopy may increase detection of cutaneous melanoma with a sensitivity of up to 
92%and a specificity of up to 99% depending on the individual experience of the clinician.
159
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                     Table 1.1 Clinical diagnostic rules for melanoma, the ABCD criteria.                  
Source: Franziska Brehmer, M.D., Martina Ulrich, M.D., Holger A. Haenssle, M.D. Strategies 
for early recognition of cutaneous melanoma—present and future. Dermatol Pract Concept 
2012.  
1.5.2  Histopathological Evaluation 
Histopathological evaluation can be used for both diagnostic and prognostic purposes. 
When a suspicious lesion is removed by either excisional or incisional surgery; tumor 
thickness (Breslow’s Depth), ulceration of the tumor, and mitotic rate are the first three 
parameters to define the primary tumor (T). 
54
 
Tumor thickness so called Breslow’s depth is the major definer of the T category. It’s 
the vertical measurement of the specimen in millimeters from the top of the granular layer of 
epidermis to the deepest point of invasion.
160
 Though thickness negatively corellates with 
survival, thinner melanomas have shown to metastasize with a rate of 4.8%.
161, 162
 Therefore, 
Clark’s level, ulceration, mitotic rate and regression rate should be taken into account for 
further assessment of thin melanomas.
161
  
Second determinant and contributor of T staging is ulceration. Ulceration is defined as 
the absence of stratum corneum and basal membrane accompanied with host response and 
17 
 
thinning, effacement or reactive hyperplasia of the surrounding epidermis without any known 
prior surgery.
163
 Ulceration can be refered as a sign of metastatis, since the survival rates of 
any T stage with ulceration is equal to following T stage without ulceration.
164
  
Clark’s level of invasion for the discremination of T1a and T1b is replaced with 
mitotic rate in the 7th edition of AJCC melanoma staging. 
54Clark’s level of invasion is based 
on relating anatomic landmarks to tumor depth for melanomas ≤1mm thin.165  Compared to 
Breslow depth which is a continous variable, a discrete variable such as Clark’s level has 
shown weaker correlation with patient survival.
163, 166
  In addition, discremination differences 
in Clark’s levels originating from variation in pathologists, lead to classification errors.  
Prognostic significance of mitotic rate and ulceration in concert with Breslow depth ruled out 
the importance of Clark’s level only if these two parameters can be assessed. 165 Mitotic rate 
corresponds to the number of mitotis in the hotspots in dermis within a range of 1mm².
167
 The 




Regional lymph node involvement in the prognosis of melanoma is a major prognostic 
factor that strongly correlates with 10 year survival rates of the patients.
167
 Node involvement 
can be classified in three groups; micrometastatsis, macrometastasis and intralymphatic 
metastasis. Lymph nodes metastasis which can not be diagnosed clinically by palpation or 
imagining techniques but can be assesed histopathologically following sentinel lymph node 
biopsy (SLNB) or elective lymphadenectomy is defined as micrometastasis.
168
 
Macrometastasis is the case where node involvelment is identified clinically, then confirmed 
histopathologically. Intralympatic metastasis can be either in form of in- transit or satellite 
lessions related with poor prognosis. Both are discontinous lessions apart from the primary 
tumor with a differential in length of location. Discontinous lesions within the 5cm or more 





Microsatellites are nests of tumor cells with a ≥0.05 diameter disconnected from the primary 
tumor by only dermis, categorized with in the same group as satellite or in-transit metastasis. 
Distant metastasis is categorized by the site of metastasis and lactate dehydrogenase 
(LDH) levels. The survival rates of patients with nonvisceral, lung or visceral metastasis 
differ greatly, with a poor prognosis in the direction of visceral metastasis.
167
 Serum LDH 
level is an independent prognostic indicator of survival in stage IV melanoma patients. 
167, 170-
172
Therefore confirmation of high level LDH without any detection of distant metastasis in 
any site still defined as distant metastasis.
167
 
Any type of metastasis detected without any primary site is considered to be 
equivalent of metastasis with known primary sites when staging. The circumstances are 
described as spontenous regression of the primary site before detection. 
173
 A similar or in 
some cases better survival of metastatic melanoma patients without known primary sites 
compared to patients with known primary sites supports the idea of effective immune 
response in those patients contributing primary site regression and better prognosis.
174, 175
 
The criterias mentioned so far are placed in the current tumor classification system of 
melanoma described in the 7th edition of AJCC (Table 1.2). 
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                   Table 1.2 TNM staging categories for Cutaneous Malignant Melanoma 
Source: Zendee Elaba, Michael J. Murphy, Philip Kerr, and Jane M. Grant-Kels. Staging of 
Melanoma. Diagnostic and Prognostic Biomarkers and Therapeutic Targets in Melanoma, 
2012. 
1.6  Melanoma Biomarkers 
Parameters used to assign patients in to subgroups are either morphological or 
histopathological. This approach is a crude way of subgrouping patients since the genetic 
dynamics of patients are variable. Thus, conventional treatments do not accomplish the 
proposed outcome. For this reason, markers such as tissue-based, serological and molecular 
are under investigation for a better diagnostic and prognostic classification. 
Imminohistochemistry, gene expression profiling, gene mutation analysis and comparative 
genomic hybridization techniques are used in this purpose. 
20 
 
Immunohistochemical staining (IHC) of a panel including melanoma lineage markers 
such as s100, MART-1, gp100/HMB45 are qualified to be diagnostic discriminators between 
melanoma and non-melanoma cells. IHC staining of Ki67 with MIB-1 antibody is widely 
used to distinguish benign from malignant melanoma.
176
 AJCC also finds this approach alone 
acceptable in the cases of evident morphological malignant cells features in the IHC staining 
of nodes to approve nodal metastasis.
176
 
  So far there are three serological markers identified as prognostic markers of 
metastasis; S100-beta, melanoma inhibitory activity (MIA) and LDH. Crediting S100-beta as 
inferior to MIA, S100-beta and MIA are used as prognostic indicators of relapse and 
metastasis in the follow up of the patients.
172, 177
 Besides in the absence of metastasis or in 
tumor free situation, both have no significance to give insight into earlier stages.
178
 Moreover 
in the case of detection of micrometastasis, S100-beta also fails to identify the 
micrometastasis where SLNB still remains as identification approach.
179
 Among these 3 
serological markers, lactate dehydrogenase (LDH) has shown to be the strongest independent 
prognostic factor that its elevated amounts in the serum is accepted to be the indicator of 
distant metastasis regardless of approved presence and  accrued into AJCC classification 
system as stage M1c.
180
 
Discovery of BRAF mutations in the MAPK pathway with a incidence rate of 70% in 
melanoma patients led to personalized treatment with BRAF inhibitors. Especially, testing 
BRAFV600E mutation which accounts for 90% of the BRAF mutations is an eligibility 






1.7  Autologous Vaccination and Melanoma, Impact of Autologous Vaccination on 
Survival of Cutaneous Malignant Melanoma Patients 
1.7.1 Autologous Vaccination  
Discovery of tumor antigen presentation is recognized by T cells on solid tumors,   
yields invesigators to develop immunotherapeutical approaches against cancer. Among them 
vaccination strategies are evaluated as an adjuvant treatment for melanoma. Aim of 
vaccination is to sensitize T cells against relevant tumor antigens.
181
Developing immune 
response through vaccination involves autologous or allogenic whole cell vaccines,  tumor 
specific peptide presentations or delivery of specific antigen presenting dendritic cells.
182
 
The rationale behind the whole cell vaccination is to introduce adaptive immune 
response companents with high amount of tumor antigens on actual tumor cells delivered by 
injection. Therefore, whole cell vaccination is known to be polyvalent, eliciting immune 
response against multiple antigens.
183
 Depending on source, whole cell vaccination is 
categorized as (1) autologous, originated from and delivered to same patient or (2) allogenic, 
originated from various patients and delivered to a different recipient. Autologous whole cell 
vaccination has its own advantages over the latter one, such as having unique patient specific 
antigens and appropriate HLA match for ideal antigen presentation. However, obstacles 
remain in the procedure against effective application. Patients need to have available tumors 
for resection to obtain tumor cells. Nonetheless amount of cells occupied from any of them, 
aren’t sufficient to produce more than two or three doses. Meanwhile the duration of 
harvesting the tumor and production of vaccine may give rise to unexpected tumor 
progression that would rule out the effect of vaccine. On the other hand, allogenic whole cell 
vaccines have shared antigens relevant to specific tumor from various patients in all stages. 
Moreoever, availability of abundant source provides administration of vaccines for a 
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prolonged time. The only drawback of this approach is lack of important antigens to provoke 
immune response in specific patients.
184
 
  An established autologous whole cell vaccine for melanoma relies on studies done in 
murines with metastatic mammary carcinoma.
185
 Adaptation and optimization of this 
approach into clinic trial applications of melanoma is perfomed by Berd et al. Basically, 
previously harvested melanoma tumor cells are first irradiated and conjugated to DNPs mixed 
then mixed with BCG prior to administration are delivered via intradermal injection on the 
day of treatment. 
186
  Administration of the vaccine is as cruical as preparation for its utmost 
effect in patients. 
187
 Procedure starts with DNP and cyclophosphamide injection prior to 
vaccination. Cyclophosphamide is used for its immunopotentiating properties  
188-190
 
Vaccination continues in intervals up to 8 doses. 
191
 
1.7.2  Role of Autologous Vaccination on Cutaneous Malignant Melanoma Patient’s 
Survival 
The settled preparation and administration of melanoma vaccination called MVAX 
was subjected to clinical trials to assess its effect on patient’s survival. Phase I trial was 
evaluated on 83 stage IV metastic melanoma patients. In total 11 of the patients responded 
including; 2 complete, 4 partial and 5 mixed. Subjects of complete responses and 2 of partial 
response had lung metastasis.  Response duration of complete responses were 12, 29 months 
whereas partial response last for 5, 6, 8 and 47+ months in patients. 
192
 As a post-surgical 
adjuvant application, 214 stage III patients treated with MVAX. 5 year overall survival was 
increased to 44% when compared to 20-25% resulted from surgical alone. 
193
 Phase III trials 
were conducted to evaluate effeciency of MVAX over HDI in stage IIIB –IIIC melanoma 
patients as post surgical adjuvant therapy. At the edge of marketing approval, MVAX was 
found to be inadequate to pass sterility testing since fresh vaccine shelf life of MVAX was too 
23 
 




Following FDA termination of fresh MVAX trial, a frozen version of MVAX was 
developed, having shelf life of months instead of hours. FDA acknowledged it as a new 
vaccine which should be subjected to trials from the beginning due to dead tumor cell content 
of the vaccine. Frozen MVAX was demonstrated to be equally effective and more importantly 
safe in comparison to fresh MVAX in phase I –II trials.187Contraversial results from a 
previous study
194




1.8 A Crosstalk between CT Gene Expression and Tregs in Melanoma 
Expressions of CT genes are normally restricted to immune privileged germ cells of 
testis and placenta but abnormal expression patterns are also found in various cancer types. 
195
Their importance for immunotherapy resides in the fact that any therapy developed against 
them will directly affect the tumor cells in the relevant cancer, considering their tumor 
specific expression. Tumors expressing cancer testis antigens may demonstrate heterogeneous 
expression, increasing with elevated stages of cancer. Moreover, a CT gene expression in any 
type of cancer is found to be expressed in concert with multiple CT genes in that cancer. This 
escalating expression of co existing CT genes correlates with worse prognosis in increasing 
cancer stages of 1-3.
196
 
In a simplistic approach, considering these facts and high immunogenic potential of CT 
genes, one should expect to see elevated immune response in parallel with higher CT 
expression and elimination of cancer.  However, the microenvoriment established and 
maintained by tumors seem to have immunosuppressive properties, preventing recognition of 
presented CT epitopes on MHC class I and II molecules.   
24 
 
T regulatory cells of immune system have been demonstrated to take a part in 
diminishing antitumor T cell immunity.
197
Their normal role in immune system is to hinder 
autoimmune diseases  by repressing numbers and cytokine products of CD4CD25 T cells, 
CD8 T cells, already existing Th1 and Th2 cells. Therefore, presence of Tregs in tumor 
microenvironment suggested being one of the possible ways of immunosuppression.
198
 
Contribution of Tregs to melanoma progression has been evaluated. Study conducted by 
Mourmouras et al., underlines the importance of   Tregs presence   from   atypical nevi to 
vertical growth phase melanoma, proposing immunotolerance maintained by Tregs in the 
early melanomagenesis and support melanoma growth.
199
 Also, Tregs amounts are shown to 
be high in tumor infiltrated lymp nodes to peripheral blood in patients and peripheral blood of 
melanoma patients to healthy controls. 
200
Concordant with these results, Cebon et al. detected 
40% Treg population to all T cells infiltrating metastatic melanoma tumor tissues.They related 
presence of Tregs to immune suppression in their studies, concerning effects of NY-ESO-1 
ISCOMATRIX cancer vaccine in melanoma NY-ESO-1 positive melanoma patients after 
surgery with minimal residual disease (MRD) to metastic NY-ESO-1 positive patients. It’s 
been demonstrated that vaccine results in high immune response in   MRD patients to 
metastatic patients; in terms of providing strong DTH, circulating CD4 and CD8 T cells 
against NY-ESO-1 epitopes and prolonged disease free survival. 
197
 Higher abundance of 
Tregs in advanced disease compared to MRDs in concert with previous findings is a possible 
ground of tumor induced immune suppression in melanoma patients. Moreover, an additional 
contribution from melanoma cells expressing FoxP3, acting like Tregs and enhancing local 





1.9 An Overview of TGFα, CLDN1, CDX2, ERCC1 and LIG3 in Melanoma 
1.9.1 TGFα 
Abnormal expression of growth factors, receptors and their related signalling 
pathways are thought to have a role in transformation of melanocytes to melanomas. Among 
the mRNA levels of 11 growth factors that were compared between 19 human metastatic 
melanoma cell lines and  14 normal human foreskin melanocytes,  mRNA levels of TGFα was 
demonstrated to be characteristically  higher in melanoma cell lines as well as TGFβ2 and 
bFGF.
201
 TGFα has also been detected in the urine of primary and metastatic melanoma 
patients.
202, 203
 High structural homology in the receptor binding site with EGF, TGFα can 
stimulate autocrine mediated proliferation via binding and activating EGFR.
204
 However,  




1.9.2 CLDN1 and CDX2 
Tight junctions are important for their role in maintaining cellular polarity,  and 
contribution to cellular transport, growth and differentiation.
207
 Among the tight junction 
proteins, claudins are most implicated and studied in the tumor formation and progression. 
208
 
Differential expression patterns of claudins are tissue specific and may end up in both tumor 
suppression and promotion. 
209
  In the case of CLDN1 expression in melanoma patients, it has 
been demonstrated that in the presence of high PKC, CLDN1 expression will increase and 
atypical localization of CLDN1 to nucleus or cytoplasm will occur. 
210
  By this way, not only 
the amount of CLDN1 in cell membrane lessens but also MMP-2 activation due to increased 
CLDN1 will be obtained. This will lead a decrease in tight junction integrity and an increase 
for higher capacity of motility and metastasis in melanoma patients. Further, the same group 
implicated the particular effect of PKA on trans locating CLDN1 to cytoplasm from nucleus 
which is a critical in the progression of melanoma. 
211
  The intermediate localization of 
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CLDN1 to nucleus has been proposed to be related with non-canonical WNT signaling which 
leads EMT transition in melanoma cells under PKC dependent manner. 
212
 On the contrary, 
Cohn et al. demonstrated that loss CLDN1 expression in metastatic melanoma when 
compared to benign or primary lesions. 
213
 
Though there are no published literature about CDX2 gene function in melanoma 
genesis, CDX2 is related to be transcriptional regulator of CLDN1 in colon cancer with 
CDX1 and GATA4 in concert with WNT signaling. Overexpression of these transcription 
factors impact on CLDN1 expression was also searched in renal epithelial and breast cancer 
and no change has been observed suggesting,   these transcription factors have control over up 
regulation of CLDN1 in colon specific manner.  
214 
1.9.3 ERCC1 and LIG3 
ERRC1 and LIG3 are genes both participating in DNA repair mechanisms.  ERCC1/ 
XPF heterodimer endonuclease is functional in nucleotide exchange repair (NER) and has 
roles in interstrand crosslinks repair (ICL) and double strand break repair (DSB)
215
. Platinum 
drugs used as chemotherapeutics in cancer treatment such as cisplatin cause inter and intra 
strand crosslinkings.ERCC1/XPF are important for repairing cisplatin caused DNA damage, 
making them critical for resistance. It has been demonstrated that melanoma cell lines may 
have intrinsic and acquired resistance to cisplatin. The former may result from high 
expression pattern of ERCC1 and XPF in melanoma cells occurred spontaneously. The latter 
may arise from cisplatin induced increase of these two genes via MAPK pathway with minor 
contribution of low expreesion DUSP6, resulting in continuum ERK activation and high 
ERCC1 expression in particular.
216
  
LIG3, which is vertebrate restricted, along with XRRC1 have roles in short patch base 
excision repair  (BER),  single strand break repair, NER in dividing cells and DNA ligase IV 
dependent non homologous end joining pathway as back up. 
217
 No direct linking of 
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expression of LG3 to any cancer type has been proposed including melanoma. Though 









, non-small cell lung cancer
222
 have been searched. Only 

















2 OBJECTIVES AND RATIONALES 
Due to lack of diagnostic markers, curable malignant melanoma in the early stages 
escapes from detection and thus results in uncontrollable disease. Although surgery is the only 
treatment of stage I melanoma upon early detection, there are various post surgical treatment 
options in the following stages. Yet, still choosing the appropriate post surgical adjuvant 
therapy for a patient is an issue, considering absence of informative prognostic biomarkers. 
Melanoma, being highly immunogenic, has been a target for immunologists and 
oncologist to elaminate cancer. Autologous vaccination of malignant melanoma patients 
subsequent to surgery has been one of the approaches trialed so far. Still, to determine the 
patients who will gain favour from this treatment is critical. 
Therefore we aimed to identify prognostic marker/s to define a subpopulation of 
malignant melanoma patients who could be candidates for autologous vaccination post 
surgically. 
In this study, we started with a short list of potential prognostic biomarkers identified 
using USAT analysis, a unique bioinformatics tool developed in our laboratory. USAT is 
composed of statistical packages (cox propotional hazards regression model, maximally 
selected rank statistics, log-rank test) found in R which seeks correlation of gene expression 
profiles and survival. In addition to EMT markers, DNA repair genes, EGFR ligand and 
AKAP gene in our list; cancer testis genes, SSX1 and MAGEA1 are the ones that gain our 
full attention. CT genes are known to be highly immunogenic; however, increased 
expressions of them are related with poor prognosis in melanoma. 
223, 224
 So, we hypothesized 
that autologous vaccination may favour patients with expressing high CT genes by sensitizing 
their immune systems with these antigens and overcome the immunesuppression. With the 
other selected prospective biomarker genes, I tried to demonstrate a possible impact of 
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3 MATERIALS AND METHODS 
3.1 MATERIALS 
3.1.1 General Laboratory Regeants 
A variaty of regaeants and kits branded from SIGMA-ALDRICH (St.Louis, MO, 
USA), Ambion (Carlsbad, CA, U.S.), Invitrogen (Carlsbad, CA, USA) ,Cayman Chemical 
(Ann Arbor, MI, USA), Applied Biosystems  (Carlsbad, CA, U.S.) used in this thesis to 
accomplish the project. Chemical Reagents such as Ethanol, Choloroform, Isopropanol were 
acquired from SIGMA-ALDRICH (St.Louis, MO, USA). RNAse Zap, Nuclease Free Water 
(not DEPC-Treated) were aquired from Ambion (Carlsbad, CA, U.S.). DMSO (Dimethyl 
sulfoxide) was acquired from AppliChem (Darmstadt, Germany). Tri-Reagent was aquired 
from Ambion (Carlsbad, CA, USA).Qubit™ RNA BR Assay Kit and DNA-free™ Kit were 
acquired from Invitrogen (Carlsbad, CA, USA). Agilent RNA 6000 Nano Kit was acquired 
from Agilent Technologies (Santa Clara, CA, USA). RevertAid First Strand cDNA Synthesis 
Kit was acquired from Thermo Scientific (Waltham, MA, USA). OneTaq Quick-Load 2X 
Master Mix with Standard Buffer was acquired from New England Biolabs (Ipswich, MA, 
USA). Taqman Gene Expression Assays and TaqMan Universal PCR Master Mix were 
acquired from Applied Biosystems (Carlsbad, CA, U.S.) Gefitinib was acquired from Cayman 







3.1.2  Cell Culture Materials and Reagents 
Materials used in Cell Culture procedures; serological pipettes, cell culture scrapers 
and flasks were purchased from Costar Corning Incorporated (NY, USA), Sarstedt 
(Nümbrecht, Germany) and Greiner Bio One (Monroe, NC, USA), resprectively. SFCA 
(Surfactant-Free Cellulose Acetate) membrane Serum filter unit were purchased from Thermo 
Fisher – Nalgene (Waltham, MA, USA). Millex-FG Syringe Filter Unit was purchased from 
Merck MilliPore (Billerica, MA, USA). Rosswell Park Memorial Institute Medium (RPMI) 
was purchased from both Biochrom (Berlin, Germany) and Lonza (Basel, Switzerland).  Cell 
culture solutions; Trypsin-EDTA and Fetal Bovine Serum (FBS) were purchased from 
SIGMA-ALDRICH (St.Louis, MO, USA) and GIBCO (Carlsbad, CA, USA) as in order. L-
Glutamine and Pencilin –Streptomycin were purchased from HyClone (Rockford, USA). 
3.1.3  Gel Electrophoresis, Nanodrop, Qubit Fluorimeter, Agilent Bioanalyzer  
Gel Electrophoresis tank and power supply were bought from Hoefer Inc (Holliston, 
MA).  NanoDrop (ThermoScientific, Wilmington, USA) was used to asses the quantity and 
purity of the RNA samples.Further,   Qubit Fluorometer (Invitrogen, Carlsbad, CA, USA) was  
used to determine RNA quantity  in a more precise manner.  Bioanalyzer 2100 instrument 
(Agilent Technologies, Santa Clara, CA, USA) was used to qualify the RNA integrity of the 
samples. 
3.1.4  Solutions and Media 
3.1.5  General Solutions 
Ethidium Bromide In order to obtain 100 ml Agarose Gel, 5 µl Ethidium Bromide is used 
from 10 mg/ ml stock solution with a final concentraion of 1X.   
50X Tris-Acetate-EDTA (TAE) 242 gr of Tris base; 37.2 g of Tritiplex III (EDTA);  57.1 ml 
of glacial acetic acid,  with 1 L ddH2O left to dissolve overnight and autoclaved. 
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3.1.5.1  Cell Culture Solutions and Media 
RPMI Complete Medium 10% or %20 FBS, 1% L-Glutamine and 1% Penicilin-
Streptomycin of the total media amount were filtered with 0.2µm syringe filter and added to 
the media. Complete Media stored at 4 ºC. 
Freezing Medium Freezing medium was obtained from FBS and DMSO with 9:1 ratio at the 
final amount. 
10X Phosphate Buffered Solution 80 gr of NaCl; 2 gr of KCl; 2.4 gr of KH2PO4, and 14.4 gr 
of Na2HPO4 were dissolved in 1 L of ddH2O.  10X PBS buffer was diluted to 1X PBS buffer 
by adding 450ml of ddH2O to 50 ml of 10X PBS. 1X solution was autoclaved and filtered 
with serum filter unit before use. 
0.25% Trypsin-EDTA (1X), Phenol Red Acquired from SIGMA-ALDRICH (St.Louis, MO, 
USA) 
L-Glutamine Acquired from HyClone (Rockford, USA). 
Fetal Bovine Serum (FBS) Acquired from GIBCO (Carlsbad, CA, USA) 
Penicilin-Streptomycin Acquired from HyClone (Rockford, USA). 
3.2 METHODS 
3.2.1 Cell Culture 
3.2.1.1  Origin of the Cell Lines Used in this Research 
36 melanoma cell lines derived from autologous vaccinated cutaneous malignant 
melanoma patients at Hadassah Hebrew University Hospital, Jerusalem, Israel (M1, M133, 
M154, M193, M202, M2025,  M217, M299, M307,  M336,  M51, M77,  M13, M139, M144, 
M145, M187, M189, M207, M21, M221, M24, M241, M332, M34, M346, M369, M371, 
M425, M433, M465, M517, M7, M84, SHM21.5, SHM20A2) and kindly provided by Dr. 
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Michael Lotem (Jerusalem, Israel). 8 Cell lines (M154, M202, M51, M13, M369, M371, 
SHM21.5, and M202) were lost due to contamination. 
3.2.1.2  Thawing the Cell Lines  
The Cryotubes of the cell lines filled with cell culture stocks of the relevant cells were 
taken from nitrogen tank. Each cell line was thawn by hand and immediately the content of 
the cryotubes transferred to the 15ml falcon tubes containing 5 ml medium at room 
temprature. Each tube was centrifuged at 1500 rpm for 3 min. The supernatant in each tube 
was aspirated and 2 ml fresh media was added to resuspend the cells. The cells were seeded 
on  25 mm culture flasks containing 4 ml media used during resuspension (alternatively, 
75mm culture flasks containing 10 ml media can be used based on the pellet amount). Then, 
each flask was placed in incubator. The cells with low amounts of pellets compared to others 
after centrifugation and a history with slow growth rate, were cultured with  media 
supplemented 20% FBS due to thawing. When the attachment and the recovery of the thawn 
cells were accomplished, media was changed directly to 10% FBS enriched media.  
3.2.1.3 Maintenance of the Cell Lines 
Each cell line was cultured in 1640 –RPMI media (BioChrom) enriched with either 
%10 or 20% Fetal Bovine Serum (Gibco), 1% L-Glutamine (HyClone), 1% penicillin and 
streptomcyn (HyClone).  All cell lines were incubated at 37 C°, with 5% CO2. They were 
supplemented with new media as often as they needed during daily regular controls. 
3.2.1.4 Passage of the Cell Lines 
Each cell line was seeded in to new flask when they reached the optimum confluency 
(70-80%). First, the media in each flask was aspirated.5 ml PBS was used to wash the cell 
lines in 75mm flask (1.5ml for 25 mm flask). Following removal of the PBS, 1.5 ml Trypsin-
EDTA was added to each flask and placed into incubator for 1-2min. The detached cell were 
resuspended with 5ml media and transferred in to 15ml falcon tubes. Each tube was 
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centrifuged at 1500 rpm for 3 minutes. The supernatant was removed and the pellet in each 
tube was resuspended with 2 ml media and seeded in to new flask containing 10ml media 
used in resuspension. 
3.2.1.5  Freezing the Cell Lines                    
The confluence cell lines were subjected to sucking of the media and washing with 
5ml PBS, and trypsinization with 2 ml Trypsin-EDTA respectively. After the removal of the 
supernatant containing media with trypsin-EDTA, the pellet of each cell line was resuspended 
in freezing media. The amount of freezing media was directly related to the confluency. Each 
cryotubes was filled with 1ml freezing media- cell suspension and immediately put into -20 
°C for 1-2 hours and transferred to -80°C for overnight incubation. Then the cryotubes were 
placed into nitrogen tank for long period storage. 
3.2.2  RNA Isolation 
Cell lines with an 80% confluency ratio treated with trypsin-EDTA and placed in 
incubator for 1-2min. Effect of tyrpsin neutralized with addition of fresh media to the flasks. 
Resuspension was taken into 15ml falcon tubes and cetrifuged at1500rpm for 3 min. The 
pellet of each cell line homogenized with 1 ml of  Tri-Reagent (Molecular Research Center) 
and centrifuged at 13000rpm for 15min at  4 C° subsequent to  incubation in room 
temprature(RT) for 5 min. Choloroform was added to each sample, incubated for 10min at RT 
and centrifuged (13000rpm, 15min, 4C°). RNA containing upper phases transferred into new 
1.5 ml eppendorfs. Centrifugations (13000rpm, 15min, 4C°) in between and after the addition 
of isopronal and alcohol, aided to precipitate and wash RNAs. In each step after 
centrifugation pellets were spotted and supernatans were carefully removed. Following 5 min 
air dry after alcohol washing, each sample dissolved in adequate amount of Nuclease Free 
Water (Ambion Carlsbad, CA, USA) depending on the pellet amount. First assesment of 
quantity and purity of the samples were performed by a Nanodrop spectrophotometer ND-
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1000 (NanoDrop Technologies; Wilmington, DE). Samples were stored at - 80 C° for further 
experiments. 
3.2.3  DNase Treatment 
A possible contamination of DNA during RNA isolation was elimanted by using 
DNA-Free kit (Ambion, Carlsbad, CA, USA). Kit consists of rDNAse I, 10X DNAse Buffer, 
10 X DNAse Inactivation reagents. 1µl rDNAse I for routine DNAse treatment (samples 
containing 200ng/ µl RNA or less) and 5µl DNAse Buffer with a final 1X concentration in 
50µl reaction were added to each sample with maximum amount of 10µg RNA. Process 
ensued with an incubation period for 30min at 37 C°. 5µl DNAse Inactivation reagent was 
added at a final 1X concentration to each sample and pippetted for 2 min. All samples were 
centrifuged at 10000 rpm for 2 min. Supernatants consisted of DNA free RNAs were 
transferred into new eppendorf tubes. 
3.2.4 Quality and Quantity assesment of the samples 
3.2.4.1  Qubit Quantification 
The quantity of RNA samples were measured with Qubit Fluorometer (Invitrogen) 
which is when compared to NanoDrop, more precise because of the direct binding of 
fluorescents to the nucleic acid of interest. Quant-it Reagent, buffer and standards were 
supplied with the Quant-it Kit (Invitrogen, Carlsbad, CA, USA). Working Solution was 
prepared by addition of 1 µl Quant-it reagent to 199 µl Quant-it buffers for each sample. First 
for the standards samples, 10 µl of each added to 190 µl working solution, incubated at RT for 
2 min and measured in order to calibrate the instrument. Later, 2µl of each sample mixed with 
198 µl working solution, incubated at RT for 2 min and measured with Qubit Flurometer. 
3.2.4.2  Agilent Bioanalyzer Qualification 
The integrity of RNA samples were determined by using Bioanalyzer 2100 instrument 
(Agilent Technologies, Santa Clara, CA, USA). Components of Agilent RNA 600 Nano Kit 
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are as follows; Agilent RNA 6000 Nano Chips, 2 Electrode Cleaners,  RNA 6000 
NanoLadder, RNA 6000 Nano Dye Concentrate, RNA 6000 Nano Marker, RNA 6000 Nano 
Gel Matrix. RNAse zap and nuclease free water (Ambion, Carlsbad, CA, U.S.) were loaded 
onto relevant chips and placed in the instrument in order to decontaminate and clean the 
electrodes of the instrument. First 550 µl of gel matrix was pippetted into a spin filter, 
centrifuged at 3500 rpm for 10 min at RT and aliquoted. 65 µl of filtered gel mixed with 1 µl 
gel dye and centrifuged at 10000 rpm for 10 min at RT. 9 µl of gel dye mix pipetted into 
corresponding wells on the chip. After pipetting the first well, it was diffused to the chip by 
the help of a pressure provided by a syringe. RNA marker and the ladder pipetted in to chip, 
first one to sample wells and ladder well and the second one only to the ladder well, 
resprectively. 1 µl of each sample loaded to each well on the chip and chip was replaced into 
the instrument. 2100 Expert Software (Agilent Technologies, Santa Clara, CA, USA) 
determined a RIN (RNA integrity number) with in a range 1 to 10, 10 meaning the intact 
RNA. All RNA preparations have a RIN (RNA integrity number) in a range between 8.5-10, 
with two exceptions (M34, RIN: 7.4; M77, RIN: 7.7) where base RIN is proposed to be 5.1 
for further qRT-PCR experiments.  
3.2.5 cDNA synthesis 
1350 ng of total RNA from each sample except M193, M217, M207, M425 with an 
amount of 900 ng and 240ng for M34 due to low concentrations, were used to synthesize first 
strand cDNA with RevertAid First Strand cDNA Synthesis Kit (Thermo Fisher Scientific, 
Waltham, MA, USA) in a total amount of 60 µl in separate 2 reactions which are 
simultaneously prepared. RNAs were incubated with appropriate amount of random hexamer 
and water at 65 C° for 5 min. Then a mixture containing 5X Reaction Buffer, Ribolock RNase 
Inhibitor, 10 mMdNTP Mix, M-MuLV Reverse Transcriptase added to each sample (RT+ 
samples). For the reverse transcriptase negative (RT-) controls; 1 µl of RNA of randomly 
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selected samples were taken, incubated with random hexamer and water under the same 
conditions as RT+ samples. Further same mixture without M-MuLV Reverse Transcriptase 
was added to obtain 20 µl reaction. Conditions for cDNA syntesis were  25°C for 10 min, 
42°C for 60 min and 70°C for 5 min. 
3.2.6 EndPoint Polymerase Chain Reaction 
EndPoint PCR was performed to confirm that cDNAs were free of genomic DNA. 18S 
RNA primers were used to identify gDNA contamination since it consists of only 1 exon and 
contamination would be observed in the gel electrophrases of the RT- samples. Primer 
sequence used for 18S RNA was as follows; Forward 5 
’CGTGCATTTATCAGATCAAAACCAACC-3’ and Reverse 5’-
ATGGTAGGCACGGCGACTAC-3’. 1 µl of RT+ and RT- samples and a mixture of 
OneTaq™ Quick Load® Master Mix (New England BioLabs), reverse and forward primers 
and nuclease free water were added to accomplish 25 µl reactions each. The process consisted 
of 30 cycle; 30sec. of denaturation at 94 C°, 30sec of annealing at 60 C° and 30sec of 
extension at 72 C°  with an initial denaturation step for 5 min at 94 C° and final extensin for 5 
min at 72 C°. 
3.2.7  Agarose Gel Electrophoresis 
To eliminate the possibility of gDNA contamination EndPoint PCR products were 
visiualized. 100 ml 1X TAE was mixed with 1 gr Agarose in order to obtain 1% agarose gel. 
The mixture was boiled in the microwave for a complete dissolution of agarose in 1XTAE. 
Ethidium Bromide of 5 µl was added subsequent after the agarose gel cooled down. The gel 
was poured to appropriate tank and 10 µl of ready to load samples were loaded into gel. Gene 
Ruler 50bp DNA ladder (#SM0373 Thermo Scientific Waltham, MA, USA), ready to use, 
was also loaded into gel to visiualize and confirm the size of 18S RNA product. The gel was 




3.2.8  Quantitative Real time Polymerase Chain Reaction (qRT-PCR) 
Applied Biosystems 7500 Instrument (Applied Biosystems, Carlsbad, CA, and U.S.A) 
was used to perform qRT-PCR experiments. Each sample was run in triplicates for each target 
gene.A triplicate no template control were also prepared for each gene. Each reaction set as 20 
µl, including undiluted 2 µl cDNA of relevant sample,  10 µl 1X TaqMan Universal PCR 
Master Mix, 1 µl Taqman Gene Expression Assay (Applied Biosystems) primer-probes and 7 
µl nuclease free water. Applied Biosystems pre-made and custom primer probes designed 
with NCBI Primer –Blast Tool (http://www.ncbi.nlm.nih.gov/tools/primer-blast/) were used in 
reactions. Reaction conditions were as follows; holding stage to prevent the reamplification of 
carryover PCR products by activating AmpErase UNG enzyme  at 50 C° for 2 min, holding at 
95 C° for 10 min for  the inactivation  of the  former, and 45 cycles of 15 sec.at 95 C° and 1 
min at 60 C°. GAPDH was used for normalization as an endogeneous reference control. Data 
analysis was calculated manually using ΔΔ CT Method.225 Primer probe Assay IDs - product 
catalog numbers and custom designed primer probe sequances are listed in Table 3.2 and 
Table 3.3,  respectively. 
Table 3.1 Custom Design Primer-Probe List 
Gene Exon Spanning Sequence (5’-3’) Tm °C 
TGFA-F E5-6 AAGAGACGGACTCCTGTTCACCTA 59.3 
TGFA-R E5-6 TGTGTTGGGCAGAATTCTGTTG 59.6 
TGFA-P E5-6 TTGGTGTCTGAGTCCAC 69 
ERCC1-F E9-10 GTGGGCACCTTCAGCTTTCT 58 
ERCC1-R E9-10 CCGCCACTGAATTCAGAGTCT 58 
ERCC1-P E9-10 CAGACTACACAGGCTGC 70 
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AKAP13-F E35-36 CAGCAGAAGAAGGGCACATACC 59.7 
AKAP13-R E35-36 CCTCATCAGCTTGGTATGTGGAT 59.0 
AKAP13-P E35-36 ACAGCTTGAGAGGGAA 68 
 
                                  Table3.2 Pre -Design Primer-Probe List  
Genes Assay ID Catalog No Probe Dye 
AKAP13 Hs00180747_m1 4331182 FAM 
TGFA Hs00608187_m1 4331182 FAM 
ERCC1 Hs01012158_m1 4331182 FAM 
CDX2 Hs01078080_m1 4331182 FAM 
CLDN1 Hs00221623_m1 4331182 FAM 
MAGEA1 Hs00607097_m1 4331182 FAM 
SSX1 Hs00846692_s1 4331182 FAM 
MICA Hs00792195_m1 4331182 FAM 
LIG3 Hs00242692_m1 4331182 FAM 
EWSR1 Hs01580532_g1 4331182 FAM 
GAPDH Hs00205046_m1 4331182 FAM 
 
3.2.9 Software Programs Used in This Research 
3.2.9.1  NCBI (National Center Biotechnology Information) 
mRNA sequence of all variants of all genes validated by qRT-PCR in this research 
(AKAP13, TGFα, ERCC1, CDX2, CLDN1, MAGEA1, SSX1, MICA, LIG3,   EWSR1) were 

















3.2.9.2 USCS (University of California, Santa Cruz) Blat Search Genome 
USCS Blat search tool was used to determine all cDNA sequences of each variant of each 
gene in an exon depended manner. 
(http://genome.ucsc.edu/cgi-bin/hgBlat?command=start) 
3.2.9.3  Affymetrix NetAffyx Analysis Center 
Affymetrix NetAffyx Analysis Center, Batch Query was used to download the 
sequence of all probes of genes which were validated in this research (AKAP13, TGFA, 
ERCC1, KIR3DX1, CDX2, CLDN1, MAGEA1, SSX1, SSX4, MICA, LIG3, and EWSR1). 
3.2.9.4 Cluster 3.0 and Treeview 
Hierarchical clustering and heatmap of CT genes and TGFα in USAT analysis 
concerning Luminex data and Luminex samples were performed with cluster 3.0 and 
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treeview. To plot the trees, Euclidean distances were calculated for both genes and samples 
and average linkage method was used. In each heatmap, samples are represented according to 
their gene expression in Luminex data for the selected genes with red, black and green 
corresponding to high, intermediate and low expression, respectively. 
3.2.9.5 GraphPad Prism 5.0 
GraphPad Prism 5.0 developed by GraphPad Software Inc (La Jolla, CA, USA) was 
used to perform Pearson r correlation and survival analysis of the datas and subsequently to 
draw figures. All values considering Pearson r correlation coefficient values, linear regression 
p values and Log-rank p values were obtained using this software. 
3.2.10 Algorithms used in this Research 
3.2.10.1 Adjustment of qRT-PCR values into the Luminex Gene Expression Range 
qRT-PCR results of samples for each gene were converted into the numbers 
corresponding to gene expression values of samples for that gene. Following formula was 
used for conversion; 
NewValue = (((OldValue - OldMin) * (NewMax - NewMin)) / (OldMax - OldMin)) + 
NewMin 
 Since luminex gene expression values are log 2 transformed, all qRT-PCR results of 
all genes concerning every sample were first transformed in to log 2. Subsequently, the 
minimum qRT-PCR value for a particular gene was subtracted from a qRT-PCR value of a 
sample for that gene and multiplied with new range to old range ratio. The minimum value of 
the new range was added to the outcome, leading to adjusted value of that particular sample in 
the new range. This equation was used to calculate the adjusted values of qRT-PCR result of 
all samples for all genes.  
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3.2.10.2 Sum of Absolute Rank Difference (SARD) Analysis 
Sum of absolute rank difference analysis algorithm was developed in our laboratory 
(developer, Murat işbilen). It’s an algorithm used for estimating how differentiated a primary 
cell culture is from the day luminex gene expression profile was obtained until the validation 
experiments were performed. Principles of algorithm are grounded on the rankings of samples 
in the corresponding luminex gene expression and qRT-PCR log 2 transformed adjusted 
expression ranges for each gene underinvestigation. Rank difference of each sample is 
calculated between these rankings for each gene. Subsequently, absolute sum of each rank 
difference and sum of absolute rank difference were calculated for each sample concerning all 
genes underinvestigation. Samples were sorted from lowest to highest based on their sum of 
absolute rank differences. The sample with lowest sum of absolute rank difference was 
assumed to be least differentiated sample among all samples. Pearson correlation  and linear 
regression p values were calculated beginning with the first 3 samples and kept calculated 
with adding 1 sample at a time in SARD increasing order of samples. Numbers of significant 
genes were identified for each sample, assuming them as the last sample included for that 
particular analysis. A subset of samples was defined to be undifferentiated where the ultimate 











4.1 Selection of Genes to be validated as Prognostic Biomarkers  
To determine the genes which are going to be our subject in this project, we analyzed 
the normalized Luminex gene expression data of the autologous vaccinated 36 malignant 
melanoma samples with USAT (developer Murat İşbilen). USAT is composed of biostatistic 
R packages: CoxPh, Maxstat and Log-rank, and searches for a correlation between survival 
data and gene expression values.
226, 227
 Out of 121 significant genes we identified by USAT 
analysis, we selected10 genes based on their functions and possible contribution to 
melanomagenesis. Names of selected gene, corresponding affymetrix probeset IDs, hazard 
ratio (HR) values, Cox Proportional Hazard Regression (CoxPH) p values, Expression range 
of the genes, Maximally Selected Rank Statistics (Maxstat) cut-off values, Maxstat p values, 
Log-Rank p values and median survival values for high and low expression groups are 
demonstrated in Table 4.1. 





















TGFA 205016_at 0.6651 0.0185 2.4403-9.2642 4.0735 0.0111 3.34E-06 15.35 NA 
CDX2 206387_at 0.5335 0.0076 5.456-7.2806 6.0212 0.0176 0.0009 25.70 NA 
CLDN1 218182_s_at 0.5625 0.0051 1.7968-6.3888 3.3640 0.0176 0.0009 25.70 NA 
SSX1 206626_x_at 0.6304 0.0432 2.448-5.9426 3.2411 0.0353 0.0012 27.97 NA 
MICA 205904_at 0.4962 0.0153 6.1012-8.7776 7.7953 0.0183 0.0013 24.32 NA 
MAGEA1 207325_x_at 0.6877 0.0278 4.3814-9.4401 5.5536 0.0422 0.0014 22.06 NA 
ERCC1 203719_at 0.4150 0.0196 6.5139-8.9225 8.0085 0.0071 0.0017 27.97 NA 
AKAP13 222024_s_at 1.9880 0.0153 6.3388-8.5806 7.2267 0.0481 0.0036 NA 27.97 
LIG3 207348_s_at 0.5350 0.0495 5.0414-7.2648 6.1751 0.0175 0.0062 28.66 NA 
AKAP13 221718_s_at 1.9394 0.0186 7.3045-9.8984 7.6655 0.0499 0.0086 NA 28.66 




In addition, cancer testis antigens which were present in the out put captured our 
attention and we decided to study them further. . CT genes that were significantly associated 
with prognosis by USAT in this analysis are shown in Table 4.2. 
























CTAG2 207337_at 0.5792 0.0151 5.2398-7.4981 5.8949 0.0137 0.0001 16.14 NA 
MAGEA1 207325_x_at 0.6877 0.0278 4.3814-9.4401 5.5536 0.0422 0.0014 22.06 NA 
SSX1 206626_x_at 0.6304 0.0432 2.4428-5.9426 3.2411 0.0353 0.0012 27.97 NA 
SSX4 /// 
SSX4B 
211425_x_at 0.5821 0.0176 3.1633-5.7720 3.8465 0.0079 0.0001 22.06 NA 
SSX4 /// 
SSX4B 
210394_x_at 0.5821 0.0176 3.0679-5.8641 3.6162 0.0077 0.0001 22.06 NA 
 
 
4.1.1   In silico based Analysis of CT genes and TGFα as Prognostic Markers  
Independent of USAT analysis, the distribution of these significant CT genes among 
malignant melanoma patients was assessed by performing hierarchical clustering and creating 
a heatmap image with Cluster 3 and Treeview software (Figure 4.1A). For its ranking in 
USAT as being the most significant gene, TGFα was chosen for further evaluation in terms of 







Figure 4.1 Heatmap and hierarchical clustering of significant CT genes and TGFα of 
Luminex data and Luminex samples. In the heatmap; red, black and green squares show that 
the corresponding sample has high, moderate and low expression for the corresponding 
probeset respectively. According to the gene tree, there are two major clusters. (A) Heatmap 
of only CT genes (B) Heatmap of CT genes with TGFα. 
According to Figure 4.1 A, it can be interpreted that samples are discriminated based 
on their Luminex data in to 2 main clusters. SSX family genes and MAGEA1 – CTAG2 are a 
subclassification for genes based on their expression range among samples. In concert with 
CT genes clusters, in figure 4.1B, it’s been demonstrated that TGFα clusters the same groups 
of samples except 1 sample M336.Expression profile of TGFα resembles both CTAG2-





  Survival analysis of these CT genes and TGFα based on heatmap distribution (Figure 
4.2) and Maxstat values set by USAT analysis (Figure 4.3) was performed to find out a 
possible relation with the prognosis of samples in silico.  
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Figure 4.2 Kaplan Meier curves of Heatmap data in Figure 4.1. Log –Rank p value is 
calculated for each gene, present in the figure. Blue  and red lines are corresponding to 
survival duration of samples having higher and lower expression of interested genes based on 
heatmap data, respectively. X axis indicates days and Y axis corresponds to survival 
percentage of samples when analysed based on days. Every vertical line in each colored line 
is an indicator of cencored sample.(A) Kaplan Meier curve of samples based on figure 4.1 A 
considering SSX1-MAGEA1 genes (B) Kaplan Meier curve of samples based on figure 4.1B 
considering SSX1-MAGEA1-TGFα. 
Considering heatmap distribution  of samples in terms of CT genes alone (p value, 
0.0727) and combined with TGFα (p value, 0.0398)  suggests a possible impact of  CT genes 
on prognosis only when combined with TGFα. How ever,  TGFα and  each CT gene  were 
found to  contribute the prognosis in USAT, independently.  
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Figure 4.3 Kaplan Meier curves of CT genes and TGFα based on their Luminex Expression 
profile and Maxstat cutpoint calculated using Luminex dependent-USAT analysis. Log –Rank 
p value is calculated for each gene, present in the figure.  Blue  and red lines are 
corresponding to survival duration of samples having higher and lower expression of 
interested genes, respectively. X axis indicates days and Y axis corresponds to survival 
percentage of samples when analysed based on days. Every vertical line in each colored line 
is an indicator of cencored sample. Genes demonstrated in the figure are; (A) CTAG2 (B) 
MAGEA1 (C) SSX1 (D) SSX4///SSX4B (E) TGFα. 
Based on these in silico results concerning not only the selected 10 genes but also the 
relation of CT genes with TGFα, we continued with in vitro confirmation of these genes on 
relative primary cell lines. 
4.2 Validation of First 10 sample of MM patients with qRT-PCR 
First round qRT-PCR experiments with the selected genes were performed with the 
Taqman Primer Probes (details of Primer Probes were given in Methods part). However, out 
of 11 probesets corresponding 10 genes, only 3 of them including 2 probesets of AKAP13 (p 
value 0.0299, 0.0124) and LIG3 (p value, 0.0485) were concordant with the Luminex data. 
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With a borderline p value of ERCC1 (p value, 0.0886), rest of the genes were discordant (p 
value > 0.05) with the Luminex data for 10 samples (Figure 4.4, Supplementary Figure 1). 
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Figure 4.4 Scatter plots of a sample set of selected genes analysed based on their qPCR and 
Luminex expression values from the 1st round experiments of 1st 10 samples. For each gene, 
Pearson correlation coefficient and linear regression p value are calculated and present in the 
figure. Red line corresponds to line of concordance drawn based on Pearson correlation 
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coefficient. Selected representatives genes are as follows; (A) AKAP13 (B) ERCC1 (C) 
TGFα (D) EWSR1.  
*qPCR expression range is adjusted according to Luminex expression range for each gene 
  Discorrelation of qRT-PCR experiments results and Luminex data for the 1
st
 10 
samples was further evaluated in 2nd round. None of the genes evaluated in the 2nd round 
showed concordance with Luminex data either (Figure 4.5, Supplementary Figure 2).  
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Figure 4.5 Scatter plots of a sample set of selected genes analysed based on their qPCR and 
Luminex expression values from the 2nd round of 1st 10 samples. For each gene, Pearson 
correlation coefficient and linear regression p value are calculated and present in the figure. 
Red line corresponds to line of concordance drawn based on Pearson correlation coefficient. 
Selected representatives genes are as follows; (A) LIG3 (B) CDX2 (C) EWSR1.  
*qPCR expression range is adjusted according to Luminex expression range for each gene 
To rule out any possible mistakes than can be originated from experimental procedure 
in the first 2 rounds of qRT-PCR results of 1st 10 samples Pearson correlation coefficient and 
linear regression p value were calculated with the results of 2 rounds. Out of 5 common genes 
detected in both of the rounds, the results of 3 genes demonstrated high correlation with a 
50 
 
Pearson r value greater than 0.95 (Figure 4.6). For the rest 2 genes; LIG3 demonstrated a 
border line correlation whereas, EWSR1 showed discordant results between rounds (data not 
shown).   
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Figure 4.6 Scatter plots of common genes analysed based on their qPCR results from 1st and 
2nd round of 1st 10 samples. For each gene Pearson correlation coefficient and linear 
regression p value are calculated and present in the figure. Red line corresponds to line of 
concordance drawn based on Pearson correlation coefficient. Genes are: (A) MAGEA1 (B) 
SSX1 (C) CDX2 (D) LIG3. 
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*qPCR expression range is adjusted according to Luminex expression range for each gene. 
Besides one border line result in LIG3 and an insignificant result in EWSR1 ( data not 
shown), results from both rounds have a significant Pearson r value and p value indicating 
that discordant results from both rounds for different genes might be independent of 
experimental error. 
4.3     Evaluating effect s of Custom Design and Pre Designed Primer Probes on 
Validation Experiments 
We considered that pre-designed primer probes might not match specific transcripts of 
the relevant genes which are detected in Luminex platform. To overcome this issue; we 
selected  AKAP13, ERCC1 and TGFα  as representatives of  significant, border line 
significant and insignificant genes found in 1
st
 round experiments  and specifically designed 
primers and  probes for each gene corresponding to regions interrogated by Affymetrix 
probesets, which Luminex data is based on. We downloaded all transcript variants of 
AKAP13, ERCC1 and TGFα from NCBI database and compared them to probeset sequences 
corresponding to each gene. To detect all transcript variants for each gene, primer probes 
were designed to common exons in exon spanning fashion, including the sequences amplified 
by Luminex Platform.  
 As demonstrated in Figure 4.7, we obtained similar Pearson correlation coefficient r 
values and p values for AKAP13 and TGFα when using both pre and custom design primer 
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Figure 4.7 Scatter Plots of pre design qPCR results and Luminex vs custom design qPCR 
results and Luminex expression values of 3 selected genes in the 1st 10 samples.  Correlation 
calculated with pre design qPCR results are in the first line and corresponding correlation of 
custom design qPCR results with Luminex data are in the second line for (A) AKAP13, (B) 
TGFα, (C) ERCC1. For each gene, Pearson correlation coefficient and linear regression p 
value are calculated and present in the figure. Red line corresponds to line of concordance 
drawn based on Pearson correlation coefficient.  
*qPCR expression range is adjusted according to Luminex expression range for each gene.  
2 out of 3 selected genes demonstrated a high correlation between results of pre and 
custom design experiments for the 1
st
 10 samples (Figure 4.8). Based on these results, we 
conclude that custom design and pre designed primer probes detect the same transcript with 
that identified by Luminex analysis. The discordant results from ERCC1 can be based on the 
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Figure 4.8 Scatter Plots of pre design and custom design qPCR expression values of selected 
3 genes in the 1st 10 samples. For each gene, Pearson correlation coefficient and linear 
regression p value are calculated and present in the figure. Red line corresponds to line of 
concordance drawn based on Pearson correlation coefficient. Genes are; (A) AKAP13, (B) 
TGFα, (C) ERCC1. 
  *qPCR expression range is adjusted according to Luminex expression range for each gene.  
4.4 Validation of 28 sample of MM patients with qRT-PCR 
We next increased the sample size to 28 samples and repeat tha validation experiments. 
However, we could only validate 4 out of 10 genes which are LIG3, MAGEA1, TGFα and 
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Figure 4.9 Scatter plots of a sample set of selected genes analysed based on their qPCR and 
Luminex expression values for 28 samples. For each gene, Pearson correlation coefficient and 
linear regression p value are calculated and present in the figure. Red line corresponds to line 
of concordance drawn based on Pearson correlation coefficient. Selected representatives 
genes are as follows; (A) LIG3, (B) TGFA; (C) CLDN1. 
*qPCR expression range is adjusted according to Luminex expression range for each gene.  
4.5 Summary of Sum of Absolute Rank Differences (SARD) based identification of 
concordance 
So far, we eliminated potential facts, such as experimental faults, inappropriate primer 
probe usage for detection and small sample size that could lead to discordants results. 
However, another potential factor could be the primary cell cultures that we use to validate 
Luminex data. Primary cell cultures are composed of all cells present in a tumour at the time 
of surgery they are obtained. In time, one subpopulation of cells present in the primary cell 
cultures may expand more and be favoured during culturing and resulting cell lines with 
altered gene expression. To asses the state of alteration of our primary cell cultures, we used 
SARD analysis, developed by Murat Isbilen. Based on SARD analysis, 7 of the samples were 




 Figure 4.10 Summary of Sum of Absolute Rank Differences (SARD) analysis results. The 
samples are sorted (from top to bottom) according to total sum of absolute rank differences. 
Each blue square shows the significant correlation when the samples from top to the 
corresponding sample are included in correlation analysis. Empty squares are non-significant 
correlations. The red line shows the sample cut-off that gives the best correlation for all genes. 





















































































 When those 7 differentiated samples were excluded from the correlation analysis, 
both Pearson r correlation coefficient values and p values were improved significantly (Table 
4.3).  
Table 4.3 Correlation improvement between Luminex microarray data and qPCR data 
 p value Pearson r 
Genes 28 Sample 21 Sample 28 Sample 21 Sample 
LIG3 0,0012 0,0003 0,580 0,713 
CLDN1 0,8922 0,0011 0,027 0,662 
AKAP13 0,0098 0,0031 0,479 0,614 
TGFA 0,0149 0,0049 0,455 0,590 
ERCC1 0,0015 0,0064 0,570 0,575 
MAGEA1 0,0393 0,0083 0,464 0,673 
CDX2 0,6350 0,0203 0,120 0,611 
SSX1 0,1398 0,0252 0,362 0,639 
MICA 0,8931 0,7310 -0,027 0,080 
EWSR1 0,9426 0,9455 0,014 0,016 
 
A better understanding of improved correlation and election of concordants samples 
according to SARD analysis is demonstrated in CT genes dependent and independent manner 
in Figure 4.11 and Figure 4.12, respectively. Finally, we were able to demonstrate 
concordance for 8 selected genes out of 10 with the exceptions of MICA and EWSR1 
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Figure 4.11 Scatter Plots of validated CT genes after SARD analysis. For each gene, Pearson 
correlation coefficient and linear regression p value are calculated and present in the figure. 
Red triangles correspond to discordant samples, black dots correspond to concordant samples 
and blue line corresponds to line of concordance drawn based on Pearson r value calculated 
with the concordant samples. Genes are; (A) MAGEA1, (B) SSX1. 
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Figure 4.12 Scatter Plots of validated CT independent genes after SARD analysis.  For each 
gene, Pearson correlation coefficient and linear regression p value are calculated and present 
in the figure. Red triangles correspond to discordant samples, black dots correspond to 
concordant samples and blue line corresponds to line of concordance drawn based on Pearson 
r value calculated with the concordant samples. Genes are;  (A) CLDN1, (B) CDX2, (C) 
ERCC1, (D) LIG3, (E) AKAP13, F) TGFα. 
*qPCR expression range is adjusted according to Luminex expression range for each gene.  
4.6 Survival Analysis with Genes concordant with Luminex data 
To determine the relationship between For qRT-PCR results and survival, we used each 
gene Maxstat to determine the best threshold.for thecut point is calculated with the qRT-PCR 
results of 8 validated genes (MAGEA1, SSX1, TGFα, CLDN1, CDX2, ERCC1, LIG3, and 
AKAP13) and the survival data of the corresponding 21 concordant samples. For the 
MAGEA1, SSX1; CT genes and TGFα, the result presented in Figure 4.13 shows that we can 
validate the in silico gene-survival association of each gene identified by USAT analysis in 
the same direction with a significant Log-rank p value when tested by qRT-PCR as well. For 
the rest of the genes (CLDN1, ERCC1, LIG3), all genes have a significant Log- rank p value 
with the given cut point by Maxstat (Figure 4.14).  
 These results confirm that 7 out of 8 genes which we were able to validate, are 
significantly related with the prognosis of autologous vaccinated malignant melanoma 
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Figure 4.13 Kaplan Meier curves of each validated CT genes and TGFα based on their qPCR 
results. For each gene Maxstat cut point is calculated using qPRC results of relevant genes.  
Log-rank p values of each gene are present in the figure. Blue  and red lines are corresponding 
to survival duration of samples having higher and lower expression of interested genes, 
respectively. X axis indicates days and Y axis corresponds to survival percentage of samples 
when analysed based on days. Every vertical line in each colored line is an indicator of 
cencored sample. Genes are;  (A) MAGEA1 with a Log rank p value  0.0624, (B) SSX1 with 
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Figure 4.14 Kaplan Meier curves of each validated CT independent genes based on their 
qPCR results. For each gene Maxstat cut point is calculated using qPRC results of relevant 
genes. Log-rank p values of each gene are present in the figure. Blue  and red lines are 
corresponding to survival duration of samples having higher and lower expression of 
interested genes, respectively. X axis indicates days and Y axis corresponds to survival 
percentage of samples when analysed based on days. Every vertical line in each colored line 
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is an indicator of cencored sample. Genes are;  (A) CDX2 with a Log rank p value 0.3499,  
(B) CLDN1 with a Log rank p value 0.0284,  (C) ERCC1 with a Log rank p value 0.0174,  



















This study was conducted to determine mRNA based biomarkers which could identify a 
sub-population of melanoma patients who might benefit from autologous vaccination. In this 
thesis, I could validate 5 genes out of 8 genes by qRT-PCR as prognostic biomarkers, which 
were identified by a unique in silico analysis tool (USAT). These genes are; TGFα, CLDN1, 
ERCC1, LIG3, and SSX1. Besides the first 4 validated genes, SSX1 is particularly interesting 




5.1  CT gene as a prognostic biomarker 
Previously, MAGEA1 is found to be highly expressed in 48% of metastatic melanomas 
compared to 16% of primary melanomas.
223
 Further, SSX1 is shown to be expressed 8% in 
various cancer types in the study conducted by Türeci et al. 
228
 In the same study, it’s shown 
that 43% of malignant melanoma samples have  SSX family gene expression, including 
SSX1-2-4. In contradiction with these literatures, this study suggests that higher expression of 
SSX1 and MAGEA1 are correlated with better survival in autologous vaccinated melanoma 
patients.  This situation might be explained with the studies of Cebon et al where he and his 
group proposed that the suppression of immune system via Tregs overcome the NY-ESO-1 
vaccination triggered immune response before the surgery. 
197
Supporting the study of Cebon 
et al., this study once more proposes that presence of CT gene expression such as MAGEA1 
and SSX1 in melanoma may not be detected by the immune system due to immune suppressor 
environment, especially Tregs, established by the tumour. Removing the tumour might 
destroy the immune-suppressive tumour microenvironment and therefore, increase the impact 
of autologous vaccination in melanoma patients.The vaccination protocol used in this cohort, 
increase the efficacy of treatment and introduce CT epitopes (MAGEA1 and SSX1)  to 
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immune system  of patients  when they are in minimal residual disease (MRD) state , thereby 
triggering immune response and   increase the  survival of patients. 
5.2 CT independent prognostic biomarkers 
TGFα can be secreted autonomously by melanoma cells; can be UVR induced or might 
be produced exogenously by keratinocytes; it can not trigger cell growth in proliferating 
melanocytes.
229
 This might be due to  two facts; (1) EGFR mediated pathway is less 
accessible  or (2)  EGFR is not the preferred as a transducer of mitogenic signals primarily.
229
 
However high expression of TGFα is characteristic of metastatic melanoma cell lines.201  
Further , TGFα is proposed to activate EGFR or EGFR/ErbB2 signalling leading migration in 
one of the  metastatic melanoma cell lines studied by Thomson et al.
230
 Activation of EGFR 
pathway is demonstrated after development of resistance to BRAF inhibitors in melanoma.
206
  
Since the samples we used are no metastatic cell cultures and they were not treated with any 
BRAF inhibitor agents leading EGFR pathway activation, increased expression of TGFα may 
trigger immune response against tumour and increase survival upon autologous vaccination. 
High expression of CLDN1, one of the EMT markers studied in this thesis, proposed to 
be related with both metastasic
210
 and primary melanomas.
213
 The issue here is the 
localization of CLDN1 when it’s upregulated.  If there are not any PKC involvement in the up 
regulation of CLDN1 and no relocalization to nucleus or cytoplasm, better outcome in the 
case of CLDN1 up regulation may be expected in primary tumours. This work supports the 
study of Cohn et al. which demonstrates that upregulation of CLDN1 expression in benign 
and primary lesions compared to metastatic melanoma, favours patients survival.
213
 High 
expression of CLDN1 validated in stage 1 and 2 patients of our cohort suggests that CLDN1 




ERCC1 and LIG3 are involved in nucleotide excision repair and base excision repair, 
respectively. Up-regulated ERCC1 is known to induce chemoresistance against cisplatin in 
melanoma. 
216
 Higher expression of ERCC1 suggests cisplatin resistance upon administration. 
However, LIG3 hasn’t been found to be related with prognosis or chemosensitivity in 
melanoma. Up-regulation of both enzymes is observed in patients with better overall survival. 
In this study, I was able to validate prospective biomarkers of malignant melanoma 
corresponding to better survival of patients undergoing autologous vaccination treatment. 
Autologous vaccination is a method which needs further evaluation to assess its benefits, 
particularly for escalating recognition of tumour antigens by T cell lymphocytes following 
surgery. Its impact on impeding immune surveillance and letting antigen recognition, in 
particular CT antigen recognition, is a major contribution for directly detecting and 
eliminating tumour cell thus decreasing tumour progression and increasing tumour relapse 
duration in malignant melanoma patients.Additional high TGFA expression patterns seen in 
melanoma patients are in concert with CT genes profiles and may be considered as an 
alternative prognostic biomarker to distinguish the autologous vaccination beneficial group 









6 FUTURE PERSPECTIVES 
In this thesis, five genes including one cancer testis gene (SSX1) were shown to be 
related with better survival of malignant melanoma patients undergoing autologous 
vaccination. To reproduce and improve the significance of this relation, the patient’s size can 
be increased in scientifically similar projects.  In addition, malignant melanoma patients can 
be treated with demethylating agents such as 5-aza-2-deoxycytidine, known to increase the 
cancer testis gene expression, prior to surgery. This might help to increase cancer testis 
antigen specific immune responses following surgery upon autologous vaccination and thus 
increase the overall survival rate. 
Validated prospective biomarker genes in this thesis might give insights to other scientist 
and further clinicians to define appropriate treatments such as autologous vaccination centered 
immunotherapy and combined chemotherapy options for malignant melanoma patients. 
Moreover, roles of CT independent genes in the melanomagenesis and reasons to be 


























7 SUPPLEMENTARY FIGURES 
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Supplementary Figure 1 Scatter plots of the selected genes analysed based on their qPCR 
and Luminex expression values from the 1st round experiments of 1st 10 samples. For each 
gene, Pearson product moment correlation coefficient and linear regression p value are 
calculated and present in the figure. Red line corresponds to line of concordance drawn based 
on Pearson product moment correlation coefficient. Genes are as follows; (A) MICA, (B) 
MAGEA1, (C) LIG3, (D) SSX1, (E) CDX2, (F) CLDN1. 
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Supplementary Figure 2 Scatter plots of the selected genes analysed based on their qPCR 
and Luminex expression values from the 2nd round of 1st 10 samples. For each gene, Pearson 
correlation coefficient and linear regression p value are calculated and present in the figure. 
Red line corresponds to line of concordance drawn based on Pearson correlation coefficient. 
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Supplementary Figure 3 Scatter plots of selected genes analysed based on their qPCR and 
Luminex expression values for 28 samples. For each gene, Pearson correlation coefficient and 
linear regression p value are calculated and present in the figure. Red line corresponds to line 
of concordance drawn based on Pearson correlation coefficient. Genes are as follows; (A) 
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Supplementary Figure 4 Scatter Plots of discordant genes after SARD analysis. For each 
gene, Pearson correlation coefficient and linear regression p value are calculated and present 
in the figure. Red triangles correspond to discordant samples, black dots correspond to 
concordant samples and blue line corresponds to line of concordance drawn based on Pearson 













[1] Ro BI, Dawson TL: The role of sebaceous gland activity and scalp microfloral metabolism 
in the etiology of seborrheic dermatitis and dandruff. J Investig Dermatol Symp Proc 2005, 
10:194-7. 
[2] Dorsky RI, Moon RT, Raible DW: Control of neural crest cell fate by the Wnt signalling 
pathway. Nature 1998, 396:370-3. 
[3] Sieber-Blum M, Cohen AM: Clonal analysis of quail neural crest cells: they are 
pluripotent and differentiate in vitro in the absence of noncrest cells. Dev Biol 1980, 80:96-
106. 
[4] Cichorek M, Wachulska M, Stasiewicz A, Tyminska A: Skin melanocytes: biology and 
development. Postepy Dermatol Alergol 2013, 30:30-41. 
[5] Ernfors P: Cellular origin and developmental mechanisms during the formation of skin 
melanocytes. Exp Cell Res 2010, 316:1397-407. 
[6] Adameyko I, Lallemend F, Aquino JB, Pereira JA, Topilko P, Muller T, Fritz N, Beljajeva 
A, Mochii M, Liste I, Usoskin D, Suter U, Birchmeier C, Ernfors P: Schwann cell precursors 
from nerve innervation are a cellular origin of melanocytes in skin. Cell 2009, 139:366-79. 
[7] Cramer SF, Fesyuk A: On the development of neurocutaneous units--implications for the 
histogenesis of congenital, acquired, and dysplastic nevi. Am J Dermatopathol 2012, 34:60-
81. 
[8] Aoki H, Yamada Y, Hara A, Kunisada T: Two distinct types of mouse melanocyte: 
differential signaling requirement for the maintenance of non-cutaneous and dermal versus 
epidermal melanocytes. Development 2009, 136:2511-21. 
[9] Kanzler B, Foreman RK, Labosky PA, Mallo M: BMP signaling is essential for 
development of skeletogenic and neurogenic cranial neural crest. Development 2000, 
127:1095-104. 
[10] Cornell RA, Eisen JS: Delta/Notch signaling promotes formation of zebrafish neural 
crest by repressing Neurogenin 1 function. Development 2002, 129:2639-48. 
[11] Cano A, Perez-Moreno MA, Rodrigo I, Locascio A, Blanco MJ, del Barrio MG, Portillo 
F, Nieto MA: The transcription factor snail controls epithelial-mesenchymal transitions by 
repressing E-cadherin expression. Nat Cell Biol 2000, 2:76-83. 
[12] Dunn KJ, Williams BO, Li Y, Pavan WJ: Neural crest-directed gene transfer 
demonstrates Wnt1 role in melanocyte expansion and differentiation during mouse 
development. Proc Natl Acad Sci U S A 2000, 97:10050-5. 
[13] Dupin E, Glavieux C, Vaigot P, Le Douarin NM: Endothelin 3 induces the reversion of 
melanocytes to glia through a neural crest-derived glial-melanocytic progenitor. Proc Natl 
Acad Sci U S A 2000, 97:7882-7. 
[14] Ikeya M, Lee SM, Johnson JE, McMahon AP, Takada S: Wnt signalling required for 
expansion of neural crest and CNS progenitors. Nature 1997, 389:966-70. 
[15] Uong A, Zon LI: Melanocytes in development and cancer. J Cell Physiol 2010, 222:38-
41. 
[16] Betters E, Liu Y, Kjaeldgaard A, Sundstrom E, Garcia-Castro MI: Analysis of early 
human neural crest development. Dev Biol 2010, 344:578-92. 
[17] Vance KW, Goding CR: The transcription network regulating melanocyte development 
and melanoma. Pigment Cell Res 2004, 17:318-25. 
[18] Pavan WJ, Tilghman SM: Piebald lethal (sl) acts early to disrupt the development of 
neural crest-derived melanocytes. Proc Natl Acad Sci U S A 1994, 91:7159-63. 
[19] Lancaster HO: Some geographical aspects of the mortality from melanoma in Europeans. 
Med J Aust 1956, 43:1082-7. 
75 
 
[20] Lancaster HO, Nelson J: Sunlight as a cause of melanoma; a clinical survey. Med J Aust 
1957, 44:452-6. 
[21] Bulliard JL, Cox B, Elwood JM: Latitude gradients in melanoma incidence and mortality 
in the non-Maori population of New Zealand. Cancer Causes Control 1994, 5:234-40. 
[22] Crombie IK: Variation of melanoma incidence with latitude in North America and 
Europe. Br J Cancer 1979, 40:774-81. 
[23] Magnus K: Incidence of malignant melanoma of the skin in Norway, 1955-1970. 
Variations in time and space and solar radiation. Cancer 1973, 32:1275-86. 
[24] Coory M, Baade P, Aitken J, Smithers M, McLeod GR, Ring I: Trends for in situ and 
invasive melanoma in Queensland, Australia, 1982-2002. Cancer Causes Control 2006, 
17:21-7. 
[25] Jemal A, Devesa SS, Hartge P, Tucker MA: Recent trends in cutaneous melanoma 
incidence among whites in the United States. J Natl Cancer Inst 2001, 93:678-83. 
[26] MacKie RM, Bray CA, Hole DJ, Morris A, Nicolson M, Evans A, Doherty V, Vestey J: 
Incidence of and survival from malignant melanoma in Scotland: an epidemiological study. 
Lancet 2002, 360:587-91. 
[27] Lachiewicz AM, Berwick M, Wiggins CL, Thomas NE: Epidemiologic support for 
melanoma heterogeneity using the surveillance, epidemiology, and end results program. J 
Invest Dermatol 2008, 128:1340-2. 
[28] Stang A, Stabenow R, Eisinger B, Jockel KH: Site- and gender-specific time trend 
analyses of the incidence of skin melanomas in the former German Democratic Republic 
(GDR) including 19351 cases. Eur J Cancer 2003, 39:1610-8. 
[29] Bulliard JL: Site-specific risk of cutaneous malignant melanoma and pattern of sun 
exposure in New Zealand. Int J Cancer 2000, 85:627-32. 
[30] Elwood JM, Gallagher RP: Body site distribution of cutaneous malignant melanoma in 
relationship to patterns of sun exposure. Int J Cancer 1998, 78:276-80. 
[31] Perez-Gomez B, Aragones N, Gustavsson P, Lope V, Lopez-Abente G, Pollan M: Do sex 
and site matter? Different age distribution in melanoma of the trunk among Swedish men and 
women. Br J Dermatol 2008, 158:766-72. 
[32] Bulliard JL, Cox B: Cutaneous malignant melanoma in New Zealand: trends by 
anatomical site, 1969-1993. Int J Epidemiol 2000, 29:416-23. 
[33] Chin L, Merlino G, DePinho RA: Malignant melanoma: modern black plague and 
genetic black box. Genes Dev 1998, 12:3467-81. 
[34] Chudnovsky Y, Khavari PA, Adams AE: Melanoma genetics and the development of 
rational therapeutics. J Clin Invest 2005, 115:813-24. 
[35] Haluska FG, Hodi FS: Molecular genetics of familial cutaneous melanoma. J Clin Oncol 
1998, 16:670-82. 
[36] Cannon-Albright LA, Meyer LJ, Goldgar DE, Lewis CM, McWhorter WP, Jost M, 
Harrison D, Anderson DE, Zone JJ, Skolnick MH: Penetrance and expressivity of the 
chromosome 9p melanoma susceptibility locus (MLM). Cancer Res 1994, 54:6041-4. 
[37] Meyer LJ, Zone JH: Genetics of cutaneous melanoma. J Invest Dermatol 1994, 
103:112S-6S. 
[38] Bishop DT, Demenais F, Goldstein AM, Bergman W, Bishop JN, Bressac-de Paillerets 
B, Chompret A, Ghiorzo P, Gruis N, Hansson J, Harland M, Hayward N, Holland EA, Mann 
GJ, Mantelli M, Nancarrow D, Platz A, Tucker MA: Geographical variation in the penetrance 
of CDKN2A mutations for melanoma. J Natl Cancer Inst 2002, 94:894-903. 
[39] Goldstein AM, Landi MT, Tsang S, Fraser MC, Munroe DJ, Tucker MA: Association of 
MC1R variants and risk of melanoma in melanoma-prone families with CDKN2A mutations. 
Cancer Epidemiol Biomarkers Prev 2005, 14:2208-12. 
76 
 
[40] Box NF, Duffy DL, Chen W, Stark M, Martin NG, Sturm RA, Hayward NK: MC1R 
genotype modifies risk of melanoma in families segregating CDKN2A mutations. Am J Hum 
Genet 2001, 69:765-73. 
[41] Hayward NK: Genetics of melanoma predisposition. Oncogene 2003, 22:3053-62. 
[42] Soufir N, Avril MF, Chompret A, Demenais F, Bombled J, Spatz A, Stoppa-Lyonnet D, 
Benard J, Bressac-de Paillerets B: Prevalence of p16 and CDK4 germline mutations in 48 
melanoma-prone families in France. The French Familial Melanoma Study Group. Hum Mol 
Genet 1998, 7:209-16. 
[43] Tsao H, Benoit E, Sober AJ, Thiele C, Haluska FG: Novel mutations in the 
p16/CDKN2A binding region of the cyclin-dependent kinase-4 gene. Cancer Res 1998, 
58:109-13. 
[44] Wolfel T, Hauer M, Schneider J, Serrano M, Wolfel C, Klehmann-Hieb E, De Plaen E, 
Hankeln T, Meyer zum Buschenfelde KH, Beach D: A p16INK4a-insensitive CDK4 mutant 
targeted by cytolytic T lymphocytes in a human melanoma. Science 1995, 269:1281-4. 
[45] Zuo L, Weger J, Yang Q, Goldstein AM, Tucker MA, Walker GJ, Hayward N, Dracopoli 
NC: Germline mutations in the p16INK4a binding domain of CDK4 in familial melanoma. 
Nat Genet 1996, 12:97-9. 
[46] Armstrong BK, Kricker A: How much melanoma is caused by sun exposure? Melanoma 
Res 1993, 3:395-401. 
[47] Kraemer KH, Lee MM, Andrews AD, Lambert WC: The role of sunlight and DNA 
repair in melanoma and nonmelanoma skin cancer. The xeroderma pigmentosum paradigm. 
Arch Dermatol 1994, 130:1018-21. 
[48] Green AC, O'Rourke MG: Cutaneous malignant melanoma in association with other skin 
cancers. J Natl Cancer Inst 1985, 74:977-80. 
[49] Levi F, Randimbison L, La Vecchia C, Erler G, Te VC: Incidence of invasive cancers 
following squamous cell skin cancer. Am J Epidemiol 1997, 146:734-9. 
[50] Bliss JM, Ford D, Swerdlow AJ, Armstrong BK, Cristofolini M, Elwood JM, Green A, 
Holly EA, Mack T, MacKie RM, et al.: Risk of cutaneous melanoma associated with 
pigmentation characteristics and freckling: systematic overview of 10 case-control studies. 
The International Melanoma Analysis Group (IMAGE). Int J Cancer 1995, 62:367-76. 
[51] Elwood JM, Gallagher RP, Hill GB, Pearson JC: Cutaneous melanoma in relation to 
intermittent and constant sun exposure--the Western Canada Melanoma Study. Int J Cancer 
1985, 35:427-33. 
[52] Osterlind A, Tucker MA, Stone BJ, Jensen OM: The Danish case-control study of 
cutaneous malignant melanoma. II. Importance of UV-light exposure. Int J Cancer 1988, 
42:319-24. 
[53] Armstrong BK: Epidemiology of malignant melanoma: intermittent or total accumulated 
exposure to the sun? J Dermatol Surg Oncol 1988, 14:835-49. 
[54] Claus Garbe1 KP, Axel Hauschild3, Philippe Saiag4, Mark Middleton5, Alan Spatz6,, 
Jean-Jacques Grob7 JM, Julia Newton-Bishop9, Alexander Stratigos10, Hubert 
Pehamberger11,, Eggermont12 AM: Diagnosis and Treatment of Melanoma. European 
Dermatology Forum 2012. 
[55] Sekulic A, Haluska P, Jr., Miller AJ, Genebriera De Lamo J, Ejadi S, Pulido JS, Salomao 
DR, Thorland EC, Vile RG, Swanson DL, Pockaj BA, Laman SD, Pittelkow MR, Markovic 
SN: Malignant melanoma in the 21st century: the emerging molecular landscape. Mayo Clin 
Proc 2008, 83:825-46. 
[56] Zhang Y, Xiong Y, Yarbrough WG: ARF promotes MDM2 degradation and stabilizes 
p53: ARF-INK4a locus deletion impairs both the Rb and p53 tumor suppression pathways. 
Cell 1998, 92:725-34. 
[57] Levine AJ: p53, the cellular gatekeeper for growth and division. Cell 1997, 88:323-31. 
77 
 
[58] Box NF, Terzian T: The role of p53 in pigmentation, tanning and melanoma. Pigment 
Cell Melanoma Res 2008, 21:525-33. 
[59] Brookes S, Rowe J, Ruas M, Llanos S, Clark PA, Lomax M, James MC, Vatcheva R, 
Bates S, Vousden KH, Parry D, Gruis N, Smit N, Bergman W, Peters G: INK4a-deficient 
human diploid fibroblasts are resistant to RAS-induced senescence. EMBO J 2002, 21:2936-
45. 
[60] Gruis NA, van der Velden PA, Sandkuijl LA, Prins DE, Weaver-Feldhaus J, Kamb A, 
Bergman W, Frants RR: Homozygotes for CDKN2 (p16) germline mutation in Dutch familial 
melanoma kindreds. Nat Genet 1995, 10:351-3. 
[61] Randerson-Moor JA, Harland M, Williams S, Cuthbert-Heavens D, Sheridan E, Aveyard 
J, Sibley K, Whitaker L, Knowles M, Bishop JN, Bishop DT: A germline deletion of 
p14(ARF) but not CDKN2A in a melanoma-neural system tumour syndrome family. Hum 
Mol Genet 2001, 10:55-62. 
[62] Rizos H, Puig S, Badenas C, Malvehy J, Darmanian AP, Jimenez L, Mila M, Kefford 
RF: A melanoma-associated germline mutation in exon 1beta inactivates p14ARF. Oncogene 
2001, 20:5543-7. 
[63] Bahuau M, Vidaud D, Jenkins RB, Bieche I, Kimmel DW, Assouline B, Smith JS, 
Alderete B, Cayuela JM, Harpey JP, Caille B, Vidaud M: Germ-line deletion involving the 
INK4 locus in familial proneness to melanoma and nervous system tumors. Cancer Res 1998, 
58:2298-303. 
[64] Cachia AR, Indsto JO, McLaren KM, Mann GJ, Arends MJ: CDKN2A mutation and 
deletion status in thin and thick primary melanoma. Clin Cancer Res 2000, 6:3511-5. 
[65] Fujimoto A, Morita R, Hatta N, Takehara K, Takata M: p16INK4a inactivation is not 
frequent in uncultured sporadic primary cutaneous melanoma. Oncogene 1999, 18:2527-32. 
[66] Kumar R, Smeds J, Lundh Rozell B, Hemminki K: Loss of heterozygosity at 
chromosome 9p21 (INK4-p14ARF locus): homozygous deletions and mutations in the p16 
and p14ARF genes in sporadic primary melanomas. Melanoma Res 1999, 9:138-47. 
[67] Petronzelli F, Sollima D, Coppola G, Martini-Neri ME, Neri G, Genuardi M: CDKN2A 
germline splicing mutation affecting both p16(ink4) and p14(arf) RNA processing in a 
melanoma/neurofibroma kindred. Genes Chromosomes Cancer 2001, 31:398-401. 
[68] Campbell PM, Der CJ: Oncogenic Ras and its role in tumor cell invasion and metastasis. 
Semin Cancer Biol 2004, 14:105-14. 
[69] Giehl K: Oncogenic Ras in tumour progression and metastasis. Biol Chem 2005, 
386:193-205. 
[70] Cohen C, Zavala-Pompa A, Sequeira JH, Shoji M, Sexton DG, Cotsonis G, Cerimele F, 
Govindarajan B, Macaron N, Arbiser JL: Mitogen-actived protein kinase activation is an early 
event in melanoma progression. Clin Cancer Res 2002, 8:3728-33. 
[71] Brose MS, Volpe P, Feldman M, Kumar M, Rishi I, Gerrero R, Einhorn E, Herlyn M, 
Minna J, Nicholson A, Roth JA, Albelda SM, Davies H, Cox C, Brignell G, Stephens P, 
Futreal PA, Wooster R, Stratton MR, Weber BL: BRAF and RAS mutations in human lung 
cancer and melanoma. Cancer Res 2002, 62:6997-7000. 
[72] Davies H, Bignell GR, Cox C, Stephens P, Edkins S, Clegg S, Teague J, Woffendin H, 
Garnett MJ, Bottomley W, Davis N, Dicks E, Ewing R, Floyd Y, Gray K, Hall S, Hawes R, 
Hughes J, Kosmidou V, Menzies A, Mould C, Parker A, Stevens C, Watt S, Hooper S, 
Wilson R, Jayatilake H, Gusterson BA, Cooper C, Shipley J, Hargrave D, Pritchard-Jones K, 
Maitland N, Chenevix-Trench G, Riggins GJ, Bigner DD, Palmieri G, Cossu A, Flanagan A, 
Nicholson A, Ho JW, Leung SY, Yuen ST, Weber BL, Seigler HF, Darrow TL, Paterson H, 
Marais R, Marshall CJ, Wooster R, Stratton MR, Futreal PA: Mutations of the BRAF gene in 
human cancer. Nature 2002, 417:949-54. 
78 
 
[73] Dong J, Phelps RG, Qiao R, Yao S, Benard O, Ronai Z, Aaronson SA: BRAF oncogenic 
mutations correlate with progression rather than initiation of human melanoma. Cancer Res 
2003, 63:3883-5. 
[74] Gorden A, Osman I, Gai W, He D, Huang W, Davidson A, Houghton AN, Busam K, 
Polsky D: Analysis of BRAF and N-RAS mutations in metastatic melanoma tissues. Cancer 
Res 2003, 63:3955-7. 
[75] Kong Y, Kumar SM, Xu X: Molecular pathogenesis of sporadic melanoma and 
melanoma-initiating cells. Arch Pathol Lab Med 2010, 134:1740-9. 
[76] Hemesath TJ, Price ER, Takemoto C, Badalian T, Fisher DE: MAP kinase links the 
transcription factor Microphthalmia to c-Kit signalling in melanocytes. Nature 1998, 391:298-
301. 
[77] Goodall J, Wellbrock C, Dexter TJ, Roberts K, Marais R, Goding CR: The Brn-2 
transcription factor links activated BRAF to melanoma proliferation. Mol Cell Biol 2004, 
24:2923-31. 
[78] Bhatt KV, Spofford LS, Aram G, McMullen M, Pumiglia K, Aplin AE: Adhesion control 
of cyclin D1 and p27Kip1 levels is deregulated in melanoma cells through BRAF-MEK-ERK 
signaling. Oncogene 2005, 24:3459-71. 
[79] Gray-Schopfer VC, Cheong SC, Chong H, Chow J, Moss T, Abdel-Malek ZA, Marais R, 
Wynford-Thomas D, Bennett DC: Cellular senescence in naevi and immortalisation in 
melanoma: a role for p16? Br J Cancer 2006, 95:496-505. 
[80] Huntington JT, Shields JM, Der CJ, Wyatt CA, Benbow U, Slingluff CL, Jr., 
Brinckerhoff CE: Overexpression of collagenase 1 (MMP-1) is mediated by the ERK pathway 
in invasive melanoma cells: role of BRAF mutation and fibroblast growth factor signaling. J 
Biol Chem 2004, 279:33168-76. 
[81] Ellerhorst JA, Ekmekcioglu S, Johnson MK, Cooke CP, Johnson MM, Grimm EA: 
Regulation of iNOS by the p44/42 mitogen-activated protein kinase pathway in human 
melanoma. Oncogene 2006, 25:3956-62. 
[82] Sharma A, Trivedi NR, Zimmerman MA, Tuveson DA, Smith CD, Robertson GP: 
Mutant V599EB-Raf regulates growth and vascular development of malignant melanoma 
tumors. Cancer Res 2005, 65:2412-21. 
[83] Kumar R, Angelini S, Snellman E, Hemminki K: BRAF mutations are common somatic 
events in melanocytic nevi. J Invest Dermatol 2004, 122:342-8. 
[84] Pollock PM, Harper UL, Hansen KS, Yudt LM, Stark M, Robbins CM, Moses TY, 
Hostetter G, Wagner U, Kakareka J, Salem G, Pohida T, Heenan P, Duray P, Kallioniemi O, 
Hayward NK, Trent JM, Meltzer PS: High frequency of BRAF mutations in nevi. Nat Genet 
2003, 33:19-20. 
[85] Yazdi AS, Palmedo G, Flaig MJ, Puchta U, Reckwerth A, Rutten A, Mentzel T, Hugel 
H, Hantschke M, Schmid-Wendtner MH, Kutzner H, Sander CA: Mutations of the BRAF 
gene in benign and malignant melanocytic lesions. J Invest Dermatol 2003, 121:1160-2. 
[86] Pyronnet S, Imataka H, Gingras AC, Fukunaga R, Hunter T, Sonenberg N: Human 
eukaryotic translation initiation factor 4G (eIF4G) recruits mnk1 to phosphorylate eIF4E. 
EMBO J 1999, 18:270-9. 
[87] Scheper GC, Morrice NA, Kleijn M, Proud CG: The mitogen-activated protein kinase 
signal-integrating kinase Mnk2 is a eukaryotic initiation factor 4E kinase with high levels of 
basal activity in mammalian cells. Mol Cell Biol 2001, 21:743-54. 
[88] Wu J, Dent P, Jelinek T, Wolfman A, Weber MJ, Sturgill TW: Inhibition of the EGF-
activated MAP kinase signaling pathway by adenosine 3',5'-monophosphate. Science 1993, 
262:1065-9. 
[89] Cook SJ, McCormick F: Inhibition by cAMP of Ras-dependent activation of Raf. 
Science 1993, 262:1069-72. 
79 
 
[90] Smith FD, Langeberg LK, Cellurale C, Pawson T, Morrison DK, Davis RJ, Scott JD: 
AKAP-Lbc enhances cyclic AMP control of the ERK1/2 cascade. Nat Cell Biol 2010, 
12:1242-9. 
[91] Malumbres M, Barbacid M: RAS oncogenes: the first 30 years. Nat Rev Cancer 2003, 
3:459-65. 
[92] Takata M, Saida T: Genetic alterations in melanocytic tumors. J Dermatol Sci 2006, 
43:1-10. 
[93] Curtin JA, Fridlyand J, Kageshita T, Patel HN, Busam KJ, Kutzner H, Cho KH, Aiba S, 
Brocker EB, LeBoit PE, Pinkel D, Bastian BC: Distinct sets of genetic alterations in 
melanoma. N Engl J Med 2005, 353:2135-47. 
[94] Russo AE, Torrisi E, Bevelacqua Y, Perrotta R, Libra M, McCubrey JA, Spandidos DA, 
Stivala F, Malaponte G: Melanoma: molecular pathogenesis and emerging target therapies 
(Review). Int J Oncol 2009, 34:1481-9. 
[95] Robertson GP: Functional and therapeutic significance of Akt deregulation in malignant 
melanoma. Cancer Metastasis Rev 2005, 24:273-85. 
[96] Madhunapantula SV, Robertson GP: The PTEN-AKT3 signaling cascade as a therapeutic 
target in melanoma. Pigment Cell Melanoma Res 2009, 22:400-19. 
[97] Engelman JA: Targeting PI3K signalling in cancer: opportunities, challenges and 
limitations. Nat Rev Cancer 2009, 9:550-62. 
[98] Dahia PL: PTEN, a unique tumor suppressor gene. Endocr Relat Cancer 2000, 7:115-29. 
[99] Datta SR, Brunet A, Greenberg ME: Cellular survival: a play in three Akts. Genes Dev 
1999, 13:2905-27. 
[100] Kandel ES, Hay N: The regulation and activities of the multifunctional serine/threonine 
kinase Akt/PKB. Exp Cell Res 1999, 253:210-29. 
[101] Stokoe D: Pten. Curr Biol 2001, 11:R502. 
[102] Vivanco I, Sawyers CL: The phosphatidylinositol 3-Kinase AKT pathway in human 
cancer. Nat Rev Cancer 2002, 2:489-501. 
[103] Stahl JM, Sharma A, Cheung M, Zimmerman M, Cheng JQ, Bosenberg MW, Kester M, 
Sandirasegarane L, Robertson GP: Deregulated Akt3 activity promotes development of 
malignant melanoma. Cancer Res 2004, 64:7002-10. 
[104] Dhawan P, Singh AB, Ellis DL, Richmond A: Constitutive activation of Akt/protein 
kinase B in melanoma leads to up-regulation of nuclear factor-kappaB and tumor progression. 
Cancer Res 2002, 62:7335-42. 
[105] Stahl JM, Cheung M, Sharma A, Trivedi NR, Shanmugam S, Robertson GP: Loss of 
PTEN promotes tumor development in malignant melanoma. Cancer Res 2003, 63:2881-90. 
[106] Datta SR, Dudek H, Tao X, Masters S, Fu H, Gotoh Y, Greenberg ME: Akt 
phosphorylation of BAD couples survival signals to the cell-intrinsic death machinery. Cell 
1997, 91:231-41. 
[107] Cardone MH, Roy N, Stennicke HR, Salvesen GS, Franke TF, Stanbridge E, Frisch S, 
Reed JC: Regulation of cell death protease caspase-9 by phosphorylation. Science 1998, 
282:1318-21. 
[108] Oren M, Damalas A, Gottlieb T, Michael D, Taplick J, Leal JF, Maya R, Moas M, 
Seger R, Taya Y, Ben-Ze'ev A: Regulation of p53: intricate loops and delicate balances. 
Biochem Pharmacol 2002, 64:865-71. 
[109] Mayo LD, Donner DB: A phosphatidylinositol 3-kinase/Akt pathway promotes 
translocation of Mdm2 from the cytoplasm to the nucleus. Proc Natl Acad Sci U S A 2001, 
98:11598-603. 
[110] Gottlieb TM, Leal JF, Seger R, Taya Y, Oren M: Cross-talk between Akt, p53 and 
Mdm2: possible implications for the regulation of apoptosis. Oncogene 2002, 21:1299-303. 
80 
 
[111] Wu H, Goel V, Haluska FG: PTEN signaling pathways in melanoma. Oncogene 2003, 
22:3113-22. 
[112] Brunet A, Bonni A, Zigmond MJ, Lin MZ, Juo P, Hu LS, Anderson MJ, Arden KC, 
Blenis J, Greenberg ME: Akt promotes cell survival by phosphorylating and inhibiting a 
Forkhead transcription factor. Cell 1999, 96:857-68. 
[113] Yang J, Amiri KI, Burke JR, Schmid JA, Richmond A: BMS-345541 targets inhibitor 
of kappaB kinase and induces apoptosis in melanoma: involvement of nuclear factor kappaB 
and mitochondria pathways. Clin Cancer Res 2006, 12:950-60. 
[114] Romashkova JA, Makarov SS: NF-kappaB is a target of AKT in anti-apoptotic PDGF 
signalling. Nature 1999, 401:86-90. 
[115] Zhou BP, Liao Y, Xia W, Spohn B, Lee MH, Hung MC: Cytoplasmic localization of 
p21Cip1/WAF1 by Akt-induced phosphorylation in HER-2/neu-overexpressing cells. Nat 
Cell Biol 2001, 3:245-52. 
[116] Collado M, Medema RH, Garcia-Cao I, Dubuisson ML, Barradas M, Glassford J, Rivas 
C, Burgering BM, Serrano M, Lam EW: Inhibition of the phosphoinositide 3-kinase pathway 
induces a senescence-like arrest mediated by p27Kip1. J Biol Chem 2000, 275:21960-8. 
[117] Blume-Jensen P, Hunter T: Oncogenic kinase signalling. Nature 2001, 411:355-65. 
[118] Stiles B, Groszer M, Wang S, Jiao J, Wu H: PTENless means more. Dev Biol 2004, 
273:175-84. 
[119] Populo H, Lopes JM, Soares P: The mTOR Signalling Pathway in Human Cancer. Int J 
Mol Sci 2012, 13:1886-918. 
[120] Steingrimsson E, Moore KJ, Lamoreux ML, Ferre-D'Amare AR, Burley SK, Zimring 
DC, Skow LC, Hodgkinson CA, Arnheiter H, Copeland NG, et al.: Molecular basis of mouse 
microphthalmia (mi) mutations helps explain their developmental and phenotypic 
consequences. Nat Genet 1994, 8:256-63. 
[121] Lerner AB, Shiohara T, Boissy RE, Jacobson KA, Lamoreux ML, Moellmann GE: A 
mouse model for vitiligo. J Invest Dermatol 1986, 87:299-304. 
[122] Bentley NJ, Eisen T, Goding CR: Melanocyte-specific expression of the human 
tyrosinase promoter: activation by the microphthalmia gene product and role of the initiator. 
Mol Cell Biol 1994, 14:7996-8006. 
[123] Hemesath TJ, Steingrimsson E, McGill G, Hansen MJ, Vaught J, Hodgkinson CA, 
Arnheiter H, Copeland NG, Jenkins NA, Fisher DE: microphthalmia, a critical factor in 
melanocyte development, defines a discrete transcription factor family. Genes Dev 1994, 
8:2770-80. 
[124] Zhiqi S, Soltani MH, Bhat KM, Sangha N, Fang D, Hunter JJ, Setaluri V: Human 
melastatin 1 (TRPM1) is regulated by MITF and produces multiple polypeptide isoforms in 
melanocytes and melanoma. Melanoma Res 2004, 14:509-16. 
[125] Yasumoto K, Yokoyama K, Shibata K, Tomita Y, Shibahara S: Microphthalmia-
associated transcription factor as a regulator for melanocyte-specific transcription of the 
human tyrosinase gene. Mol Cell Biol 1994, 14:8058-70. 
[126] Miller AJ, Du J, Rowan S, Hershey CL, Widlund HR, Fisher DE: Transcriptional 
regulation of the melanoma prognostic marker melastatin (TRPM1) by MITF in melanocytes 
and melanoma. Cancer Res 2004, 64:509-16. 
[127] Goding CR: Mitf from neural crest to melanoma: signal transduction and transcription 
in the melanocyte lineage. Genes Dev 2000, 14:1712-28. 
[128] Du J, Miller AJ, Widlund HR, Horstmann MA, Ramaswamy S, Fisher DE: 
MLANA/MART1 and SILV/PMEL17/GP100 are transcriptionally regulated by MITF in 
melanocytes and melanoma. Am J Pathol 2003, 163:333-43. 
[129] Du J, Fisher DE: Identification of Aim-1 as the underwhite mouse mutant and its 
transcriptional regulation by MITF. J Biol Chem 2002, 277:402-6. 
81 
 
[130] Baxter LL, Pavan WJ: Pmel17 expression is Mitf-dependent and reveals cranial 
melanoblast migration during murine development. Gene Expr Patterns 2003, 3:703-7. 
[131] Loercher AE, Tank EM, Delston RB, Harbour JW: MITF links differentiation with cell 
cycle arrest in melanocytes by transcriptional activation of INK4A. J Cell Biol 2005, 168:35-
40. 
[132] Carreira S, Goodall J, Aksan I, La Rocca SA, Galibert MD, Denat L, Larue L, Goding 
CR: Mitf cooperates with Rb1 and activates p21Cip1 expression to regulate cell cycle 
progression. Nature 2005, 433:764-9. 
[133] Wellbrock C, Marais R: Elevated expression of MITF counteracts B-RAF-stimulated 
melanocyte and melanoma cell proliferation. J Cell Biol 2005, 170:703-8. 
[134] Wellbrock C, Rana S, Paterson H, Pickersgill H, Brummelkamp T, Marais R: 
Oncogenic BRAF regulates melanoma proliferation through the lineage specific factor MITF. 
PLoS One 2008, 3:e2734. 
[135] Widlund HR, Horstmann MA, Price ER, Cui J, Lessnick SL, Wu M, He X, Fisher DE: 
Beta-catenin-induced melanoma growth requires the downstream target Microphthalmia-
associated transcription factor. J Cell Biol 2002, 158:1079-87. 
[136] Lennartsson J, Blume-Jensen P, Hermanson M, Ponten E, Carlberg M, Ronnstrand L: 
Phosphorylation of Shc by Src family kinases is necessary for stem cell factor receptor/c-kit 
mediated activation of the Ras/MAP kinase pathway and c-fos induction. Oncogene 1999, 
18:5546-53. 
[137] Mol CD, Dougan DR, Schneider TR, Skene RJ, Kraus ML, Scheibe DN, Snell GP, Zou 
H, Sang BC, Wilson KP: Structural basis for the autoinhibition and STI-571 inhibition of c-
Kit tyrosine kinase. J Biol Chem 2004, 279:31655-63. 
[138] Smalley KS, Sondak VK, Weber JS: c-KIT signaling as the driving oncogenic event in 
sub-groups of melanomas. Histol Histopathol 2009, 24:643-50. 
[139] Lin JY, Fisher DE: Melanocyte biology and skin pigmentation. Nature 2007, 445:843-
50. 
[140] D'Orazio JA, Nobuhisa T, Cui R, Arya M, Spry M, Wakamatsu K, Igras V, Kunisada T, 
Granter SR, Nishimura EK, Ito S, Fisher DE: Topical drug rescue strategy and skin protection 
based on the role of Mc1r in UV-induced tanning. Nature 2006, 443:340-4. 
[141] Cui R, Widlund HR, Feige E, Lin JY, Wilensky DL, Igras VE, D'Orazio J, Fung CY, 
Schanbacher CF, Granter SR, Fisher DE: Central role of p53 in the suntan response and 
pathologic hyperpigmentation. Cell 2007, 128:853-64. 
[142] Naysmith L, Waterston K, Ha T, Flanagan N, Bisset Y, Ray A, Wakamatsu K, Ito S, 
Rees JL: Quantitative measures of the effect of the melanocortin 1 receptor on human 
pigmentary status. J Invest Dermatol 2004, 122:423-8. 
[143] Valverde P, Healy E, Jackson I, Rees JL, Thody AJ: Variants of the melanocyte-
stimulating hormone receptor gene are associated with red hair and fair skin in humans. Nat 
Genet 1995, 11:328-30. 
[144] Frandberg PA, Doufexis M, Kapas S, Chhajlani V: Human pigmentation phenotype: a 
point mutation generates nonfunctional MSH receptor. Biochem Biophys Res Commun 1998, 
245:490-2. 
[145] Massi D, Tarantini F, Franchi A, Paglierani M, Di Serio C, Pellerito S, Leoncini G, 
Cirino G, Geppetti P, Santucci M: Evidence for differential expression of Notch receptors and 
their ligands in melanocytic nevi and cutaneous malignant melanoma. Mod Pathol 2006, 
19:246-54. 
[146] Pinnix CC, Lee JT, Liu ZJ, McDaid R, Balint K, Beverly LJ, Brafford PA, Xiao M, 
Himes B, Zabierowski SE, Yashiro-Ohtani Y, Nathanson KL, Bengston A, Pollock PM, 
Weeraratna AT, Nickoloff BJ, Pear WS, Capobianco AJ, Herlyn M: Active Notch1 confers a 
transformed phenotype to primary human melanocytes. Cancer Res 2009, 69:5312-20. 
82 
 
[147] Li G, Satyamoorthy K, Herlyn M: N-cadherin-mediated intercellular interactions 
promote survival and migration of melanoma cells. Cancer Res 2001, 61:3819-25. 
[148] Liu ZJ, Xiao M, Balint K, Smalley KS, Brafford P, Qiu R, Pinnix CC, Li X, Herlyn M: 
Notch1 signaling promotes primary melanoma progression by activating mitogen-activated 
protein kinase/phosphatidylinositol 3-kinase-Akt pathways and up-regulating N-cadherin 
expression. Cancer Res 2006, 66:4182-90. 
[149] Cheng P, Zlobin A, Volgina V, Gottipati S, Osborne B, Simel EJ, Miele L, Gabrilovich 
DI: Notch-1 regulates NF-kappaB activity in hemopoietic progenitor cells. J Immunol 2001, 
167:4458-67. 
[150] Weijzen S, Rizzo P, Braid M, Vaishnav R, Jonkheer SM, Zlobin A, Osborne BA, 
Gottipati S, Aster JC, Hahn WC, Rudolf M, Siziopikou K, Kast WM, Miele L: Activation of 
Notch-1 signaling maintains the neoplastic phenotype in human Ras-transformed cells. Nat 
Med 2002, 8:979-86. 
[151] Kiaris H, Politi K, Grimm LM, Szabolcs M, Fisher P, Efstratiadis A, Artavanis-
Tsakonas S: Modulation of notch signaling elicits signature tumors and inhibits hras1-induced 
oncogenesis in the mouse mammary epithelium. Am J Pathol 2004, 165:695-705. 
[152] Friedman RJ, Rigel DS, Kopf AW: Early detection of malignant melanoma: the role of 
physician examination and self-examination of the skin. CA Cancer J Clin 1985, 35:130-51. 
[153] Abbasi NR, Shaw HM, Rigel DS, Friedman RJ, McCarthy WH, Osman I, Kopf AW, 
Polsky D: Early diagnosis of cutaneous melanoma: revisiting the ABCD criteria. JAMA 2004, 
292:2771-6. 
[154] Grob JJ, Bonerandi JJ: The 'ugly duckling' sign: identification of the common 
characteristics of nevi in an individual as a basis for melanoma screening. Arch Dermatol 
1998, 134:103-4. 
[155] Braun RP, Rabinovitz HS, Oliviero M, Kopf AW, Saurat JH: Dermoscopy of 
pigmented skin lesions. J Am Acad Dermatol 2005, 52:109-21. 
[156] Nachbar F, Stolz W, Merkle T, Cognetta AB, Vogt T, Landthaler M, Bilek P, Braun-
Falco O, Plewig G: The ABCD rule of dermatoscopy. High prospective value in the diagnosis 
of doubtful melanocytic skin lesions. J Am Acad Dermatol 1994, 30:551-9. 
[157] Argenziano G, Fabbrocini G, Carli P, De Giorgi V, Sammarco E, Delfino M: 
Epiluminescence microscopy for the diagnosis of doubtful melanocytic skin lesions. 
Comparison of the ABCD rule of dermatoscopy and a new 7-point checklist based on pattern 
analysis. Arch Dermatol 1998, 134:1563-70. 
[158] Menzies SW, Ingvar C, McCarthy WH: A sensitivity and specificity analysis of the 
surface microscopy features of invasive melanoma. Melanoma Res 1996, 6:55-62. 
[159] Piccolo D, Ferrari A, Peris K, Diadone R, Ruggeri B, Chimenti S: Dermoscopic 
diagnosis by a trained clinician vs. a clinician with minimal dermoscopy training vs. 
computer-aided diagnosis of 341 pigmented skin lesions: a comparative study. Br J Dermatol 
2002, 147:481-6. 
[160] Breslow A: Thickness, cross-sectional areas and depth of invasion in the prognosis of 
cutaneous melanoma. Ann Surg 1970, 172:902-8. 
[161] Rousseau DL, Jr., Ross MI, Johnson MM, Prieto VG, Lee JE, Mansfield PF, 
Gershenwald JE: Revised American Joint Committee on Cancer staging criteria accurately 
predict sentinel lymph node positivity in clinically node-negative melanoma patients. Ann 
Surg Oncol 2003, 10:569-74. 
[162] Duncan LM: The classification of cutaneous melanoma. Hematol Oncol Clin North Am 
2009, 23:501-13, ix. 
[163] Frishberg DP, Balch C, Balzer BL, Crowson AN, Didolkar M, McNiff JM, Perry RR, 
Prieto VG, Rao P, Smith MT, Smoller BR, Wick MR: Protocol for the examination of 
specimens from patients with melanoma of the skin. Arch Pathol Lab Med 2009, 133:1560-7. 
83 
 
[164] Cho YR, Chiang MP: Epidemiology, staging (new system), and prognosis of cutaneous 
melanoma. Clin Plast Surg 2010, 37:47-53. 
[165] Piris A, Mihm MC, Jr.: Progress in melanoma histopathology and diagnosis. Hematol 
Oncol Clin North Am 2009, 23:467-80, viii. 
[166] Hurt MA: Review of practical dermatopathology by ronald p. Rapini. Dermatol Pract 
Concept 2013, 3:51-2. 
[167] Balch CM, Gershenwald JE, Soong SJ, Thompson JF, Atkins MB, Byrd DR, Buzaid 
AC, Cochran AJ, Coit DG, Ding S, Eggermont AM, Flaherty KT, Gimotty PA, Kirkwood JM, 
McMasters KM, Mihm MC, Jr., Morton DL, Ross MI, Sober AJ, Sondak VK: Final version 
of 2009 AJCC melanoma staging and classification. J Clin Oncol 2009, 27:6199-206. 
[168] Petro A, Schwartz J, Johnson T: Current melanoma staging. Clin Dermatol 2004, 
22:223-7. 
[169] Rao UN, Ibrahim J, Flaherty LE, Richards J, Kirkwood JM: Implications of 
microscopic satellites of the primary and extracapsular lymph node spread in patients with 
high-risk melanoma: pathologic corollary of Eastern Cooperative Oncology Group Trial 
E1690. J Clin Oncol 2002, 20:2053-7. 
[170] Eton O, Legha SS, Moon TE, Buzaid AC, Papadopoulos NE, Plager C, Burgess AM, 
Bedikian AY, Ring S, Dong Q, Glassman AB, Balch CM, Benjamin RS: Prognostic factors 
for survival of patients treated systemically for disseminated melanoma. J Clin Oncol 1998, 
16:1103-11. 
[171] Franzke A, Probst-Kepper M, Buer J, Duensing S, Hoffmann R, Wittke F, Volkenandt 
M, Ganser A, Atzpodien J: Elevated pretreatment serum levels of soluble vascular cell 
adhesion molecule 1 and lactate dehydrogenase as predictors of survival in cutaneous 
metastatic malignant melanoma. Br J Cancer 1998, 78:40-5. 
[172] Deichmann M, Benner A, Bock M, Jackel A, Uhl K, Waldmann V, Naher H: S100-
Beta, melanoma-inhibiting activity, and lactate dehydrogenase discriminate progressive from 
nonprogressive American Joint Committee on Cancer stage IV melanoma. J Clin Oncol 1999, 
17:1891-6. 
[173] Giuliano AE, Moseley HS, Morton DL: Clinical aspects of unknown primary 
melanoma. Ann Surg 1980, 191:98-104. 
[174] Cormier JN, Xing Y, Feng L, Huang X, Davidson L, Gershenwald JE, Lee JE, 
Mansfield PF, Ross MI: Metastatic melanoma to lymph nodes in patients with unknown 
primary sites. Cancer 2006, 106:2012-20. 
[175] Lee CC, Faries MB, Wanek LA, Morton DL: Improved survival after 
lymphadenectomy for nodal metastasis from an unknown primary melanoma. J Clin Oncol 
2008, 26:535-41. 
[176] Ohsie SJ, Sarantopoulos GP, Cochran AJ, Binder SW: Immunohistochemical 
characteristics of melanoma. J Cutan Pathol 2008, 35:433-44. 
[177] Krahn G, Kaskel P, Sander S, Waizenhofer PJ, Wortmann S, Leiter U, Peter RU: S100 
beta is a more reliable tumor marker in peripheral blood for patients with newly occurred 
melanoma metastases compared with MIA, albumin and lactate-dehydrogenase. Anticancer 
Res 2001, 21:1311-6. 
[178] Stahlecker J, Gauger A, Bosserhoff A, Buttner R, Ring J, Hein R: MIA as a reliable 
tumor marker in the serum of patients with malignant melanoma. Anticancer Res 2000, 
20:5041-4. 
[179] Acland K, Evans AV, Abraha H, Healy CM, Roblin P, Calonje E, Orchard G, Higgins 
E, Sherwood R, Russell-Jones R: Serum S100 concentrations are not useful in predicting 
micrometastatic disease in cutaneous malignant melanoma. Br J Dermatol 2002, 146:832-5. 
84 
 
[180] Mian S, Ugurel S, Parkinson E, Schlenzka I, Dryden I, Lancashire L, Ball G, Creaser C, 
Rees R, Schadendorf D: Serum proteomic fingerprinting discriminates between clinical stages 
and predicts disease progression in melanoma patients. J Clin Oncol 2005, 23:5088-93. 
[181] Yannelli JR, Wroblewski JM: On the road to a tumor cell vaccine: 20 years of cellular 
immunotherapy. Vaccine 2004, 23:97-113. 
[182] Alexandrescu DT, Ichim TE, Riordan NH, Marincola FM, Di Nardo A, Kabigting FD, 
Dasanu CA: Immunotherapy for melanoma: current status and perspectives. J Immunother 
2010, 33:570-90. 
[183] Fang L, Lonsdorf AS, Hwang ST: Immunotherapy for advanced melanoma. J Invest 
Dermatol 2008, 128:2596-605. 
[184] Sondak VK, Sabel MS, Mule JJ: Allogeneic and autologous melanoma vaccines: where 
have we been and where are we going? Clin Cancer Res 2006, 12:2337s-41s. 
[185] Sojka DK, Felnerova D, Mokyr MB: Anti-metastatic activity of hapten-modified 
autologous tumor cell vaccine in an animal tumor model. Cancer Immunol Immunother 2002, 
51:200-8. 
[186] Berd D, Murphy G, Maguire HC, Jr., Mastrangelo MJ: Immunization with haptenized, 
autologous tumor cells induces inflammation of human melanoma metastases. Cancer Res 
1991, 51:2731-4. 
[187] Berd D: A tale of two pities: autologous melanoma vaccines on the brink. Hum Vaccin 
Immunother 2012, 8:1146-51. 
[188] Berd D, Maguire HC, Jr., Mastrangelo MJ: Potentiation of human cell-mediated and 
humoral immunity by low-dose cyclophosphamide. Cancer Res 1984, 44:5439-43. 
[189] Maguire HC, Jr., Ettore VL: Enhancement of dinitrochlorobenzene (DNCB) contact 
sensitization by cyclophosphamide in the guinea pig. J Invest Dermatol 1967, 48:39-43. 
[190] Moschella F, Torelli GF, Valentini M, Urbani F, Buccione C, Petrucci MT, Natalino F, 
Belardelli F, Foa R, Proietti E: Cyclophosphamide induces a type I interferon-associated 
sterile inflammatory response signature in cancer patients' blood cells: implications for cancer 
chemoimmunotherapy. Clin Cancer Res 2013, 19:4249-61. 
[191] Lotem M, Peretz T, Drize O, Gimmon Z, Ad El D, Weitzen R, Goldberg H, Ben David 
I, Prus D, Hamburger T, Shiloni E: Autologous cell vaccine as a post operative adjuvant 
treatment for high-risk melanoma patients (AJCC stages III and IV). The new American Joint 
Committee on Cancer. Br J Cancer 2002, 86:1534-9. 
[192] Berd D, Sato T, Cohn H, Maguire HC, Jr., Mastrangelo MJ: Treatment of metastatic 
melanoma with autologous, hapten-modified melanoma vaccine: regression of pulmonary 
metastases. Int J Cancer 2001, 94:531-9. 
[193] Kirkwood JM, Strawderman MH, Ernstoff MS, Smith TJ, Borden EC, Blum RH: 
Interferon alfa-2b adjuvant therapy of high-risk resected cutaneous melanoma: the Eastern 
Cooperative Oncology Group Trial EST 1684. J Clin Oncol 1996, 14:7-17. 
[194] Lotem M, Shiloni E, Pappo I, Drize O, Hamburger T, Weitzen R, Isacson R, Kaduri L, 
Merims S, Frankenburg S, Peretz T: Interleukin-2 improves tumour response to DNP-
modified autologous vaccine for the treatment of metastatic malignant melanoma. Br J Cancer 
2004, 90:773-80. 
[195] Simpson AJ, Caballero OL, Jungbluth A, Chen YT, Old LJ: Cancer/testis antigens, 
gametogenesis and cancer. Nat Rev Cancer 2005, 5:615-25. 
[196] Caballero OL, Chen YT: Cancer/testis (CT) antigens: potential targets for 
immunotherapy. Cancer science 2009, 100:2014-21. 
[197] Nicholaou T, Ebert LM, Davis ID, McArthur GA, Jackson H, Dimopoulos N, Tan B, 
Maraskovsky E, Miloradovic L, Hopkins W, Pan L, Venhaus R, Hoffman EW, Chen W, 
Cebon J: Regulatory T-cell-mediated attenuation of T-cell responses to the NY-ESO-1 
85 
 
ISCOMATRIX vaccine in patients with advanced malignant melanoma. Clin Cancer Res 
2009, 15:2166-73. 
[198] Niu J, Jiang C, Li C, Liu L, Li K, Jian Z, Gao T: Foxp3 expression in melanoma cells as 
a possible mechanism of resistance to immune destruction. Cancer Immunol Immunother 
2011, 60:1109-18. 
[199] Mourmouras V, Fimiani M, Rubegni P, Epistolato MC, Malagnino V, Cardone C, Cosci 
E, Nisi MC, Miracco C: Evaluation of tumour-infiltrating CD4+CD25+FOXP3+ regulatory T 
cells in human cutaneous benign and atypical naevi, melanomas and melanoma metastases. Br 
J Dermatol 2007, 157:531-9. 
[200] Jandus C, Bioley G, Speiser DE, Romero P: Selective accumulation of differentiated 
FOXP3(+) CD4 (+) T cells in metastatic tumor lesions from melanoma patients compared to 
peripheral blood. Cancer Immunol Immunother 2008, 57:1795-805. 
[201] Albino AP, Davis BM, Nanus DM: Induction of growth factor RNA expression in 
human malignant melanoma: markers of transformation. Cancer Res 1991, 51:4815-20. 
[202] Kim MK, Warren TC, Kimball ES: Purification and characterization of a low molecular 
weight transforming growth factor from the urine of melanoma patients. J Biol Chem 1985, 
260:9237-43. 
[203] Ellis DL, Chow JC, King LE, Jr.: Detection of urinary TGF-alpha by HPLC and 
western blot in patients with melanoma. J Invest Dermatol 1990, 95:27-30. 
[204] Burgess AW: Epidermal growth factor and transforming growth factor alpha. British 
medical bulletin 1989, 45:401-24. 
[205] Girotti MR, Pedersen M, Sanchez-Laorden B, Viros A, Turajlic S, Niculescu-Duvaz D, 
Zambon A, Sinclair J, Hayes A, Gore M, Lorigan P, Springer C, Larkin J, Jorgensen C, 
Marais R: Inhibiting EGF receptor or SRC family kinase signaling overcomes BRAF inhibitor 
resistance in melanoma. Cancer discovery 2013, 3:158-67. 
[206] Sun C, Wang L, Huang S, Heynen GJ, Prahallad A, Robert C, Haanen J, Blank C, 
Wesseling J, Willems SM, Zecchin D, Hobor S, Bajpe PK, Lieftink C, Mateus C, Vagner S, 
Grernrum W, Hofland I, Schlicker A, Wessels LF, Beijersbergen RL, Bardelli A, Di 
Nicolantonio F, Eggermont AM, Bernards R: Reversible and adaptive resistance to 
BRAF(V600E) inhibition in melanoma. Nature 2014, 508:118-22. 
[207] Gonzalez-Mariscal L, Betanzos A, Nava P, Jaramillo BE: Tight junction proteins. 
Progress in biophysics and molecular biology 2003, 81:1-44. 
[208] Morin PJ: Claudin proteins in human cancer: promising new targets for diagnosis and 
therapy. Cancer Res 2005, 65:9603-6. 
[209] Kwon MJ: Emerging roles of claudins in human cancer. Int J Mol Sci 2013, 14:18148-
80. 
[210] Leotlela PD, Wade MS, Duray PH, Rhode MJ, Brown HF, Rosenthal DT, Dissanayake 
SK, Earley R, Indig FE, Nickoloff BJ, Taub DD, Kallioniemi OP, Meltzer P, Morin PJ, 
Weeraratna AT: Claudin-1 overexpression in melanoma is regulated by PKC and contributes 
to melanoma cell motility. Oncogene 2007, 26:3846-56. 
[211] French AD, Fiori JL, Camilli TC, Leotlela PD, O'Connell MP, Frank BP, Subaran S, 
Indig FE, Taub DD, Weeraratna AT: PKC and PKA phosphorylation affect the subcellular 
localization of claudin-1 in melanoma cells. International journal of medical sciences 2009, 
6:93-101. 
[212] Dissanayake SK, Wade M, Johnson CE, O'Connell MP, Leotlela PD, French AD, Shah 
KV, Hewitt KJ, Rosenthal DT, Indig FE, Jiang Y, Nickoloff BJ, Taub DD, Trent JM, Moon 
RT, Bittner M, Weeraratna AT: The Wnt5A/protein kinase C pathway mediates motility in 
melanoma cells via the inhibition of metastasis suppressors and initiation of an epithelial to 
mesenchymal transition. J Biol Chem 2007, 282:17259-71. 
86 
 
[213] Cohn ML, Goncharuk VN, Diwan AH, Zhang PS, Shen SS, Prieto VG: Loss of claudin-
1 expression in tumor-associated vessels correlates with acquisition of metastatic phenotype 
in melanocytic neoplasms. J Cutan Pathol 2005, 32:533-6. 
[214] Bhat AA, Sharma A, Pope J, Krishnan M, Washington MK, Singh AB, Dhawan P: 
Caudal homeobox protein Cdx-2 cooperates with Wnt pathway to regulate claudin-1 
expression in colon cancer cells. PLoS One 2012, 7:e37174. 
[215] McNeil EM, Melton DW: DNA repair endonuclease ERCC1-XPF as a novel 
therapeutic target to overcome chemoresistance in cancer therapy. Nucleic acids research 
2012, 40:9990-10004. 
[216] Li W, Melton DW: Cisplatin regulates the MAPK kinase pathway to induce increased 
expression of DNA repair gene ERCC1 and increase melanoma chemoresistance. Oncogene 
2012, 31:2412-22. 
[217] Ellenberger T, Tomkinson AE: Eukaryotic DNA ligases: structural and functional 
insights. Annual review of biochemistry 2008, 77:313-38. 
[218] Zhang Y, Newcomb PA, Egan KM, Titus-Ernstoff L, Chanock S, Welch R, Brinton LA, 
Lissowska J, Bardin-Mikolajczak A, Peplonska B, Szeszenia-Dabrowska N, Zatonski W, 
Garcia-Closas M: Genetic polymorphisms in base-excision repair pathway genes and risk of 
breast cancer. Cancer Epidemiol Biomarkers Prev 2006, 15:353-8. 
[219] Li D, Suzuki H, Liu B, Morris J, Liu J, Okazaki T, Li Y, Chang P, Abbruzzese JL: 
DNA repair gene polymorphisms and risk of pancreatic cancer. Clin Cancer Res 2009, 
15:740-6. 
[220] Landi S, Gemignani F, Canzian F, Gaborieau V, Barale R, Landi D, Szeszenia-
Dabrowska N, Zaridze D, Lissowska J, Rudnai P, Fabianova E, Mates D, Foretova L, Janout 
V, Bencko V, Gioia-Patricola L, Hall J, Boffetta P, Hung RJ, Brennan P: DNA repair and cell 
cycle control genes and the risk of young-onset lung cancer. Cancer Res 2006, 66:11062-9. 
[221] Moreno V, Gemignani F, Landi S, Gioia-Patricola L, Chabrier A, Blanco I, Gonzalez S, 
Guino E, Capella G, Canzian F: Polymorphisms in genes of nucleotide and base excision 
repair: risk and prognosis of colorectal cancer. Clin Cancer Res 2006, 12:2101-8. 
[222] Zienolddiny S, Campa D, Lind H, Ryberg D, Skaug V, Stangeland L, Phillips DH, 
Canzian F, Haugen A: Polymorphisms of DNA repair genes and risk of non-small cell lung 
cancer. Carcinogenesis 2006, 27:560-7. 
[223] Brasseur F, Rimoldi D, Lienard D, Lethe B, Carrel S, Arienti F, Suter L, Vanwijck R, 
Bourlond A, Humblet Y, et al.: Expression of MAGE genes in primary and metastatic 
cutaneous melanoma. Int J Cancer 1995, 63:375-80. 
[224] Velazquez EF, Jungbluth AA, Yancovitz M, Gnjatic S, Adams S, O'Neill D, Zavilevich 
K, Albukh T, Christos P, Mazumdar M, Pavlick A, Polsky D, Shapiro R, Berman R, Spira J, 
Busam K, Osman I, Bhardwaj N: Expression of the cancer/testis antigen NY-ESO-1 in 
primary and metastatic malignant melanoma (MM)--correlation with prognostic factors. 
Cancer immunity 2007, 7:11. 
[225] Livak KJ, Schmittgen TD: Analysis of relative gene expression data using real-time 
quantitative PCR and the 2(-Delta Delta C(T)) Method. Methods 2001, 25:402-8. 
[226] Hothorn T, Zeileis A: Generalized maximally selected statistics. Biometrics 2008, 
64:1263-9. 
[227] Benitez-Parejo N, Rodriguez del Aguila MM, Perez-Vicente S: Survival analysis and 
Cox regression. Allergologia et immunopathologia 2011, 39:362-73. 
[228] Tureci O, Chen YT, Sahin U, Gure AO, Zwick C, Villena C, Tsang S, Seitz G, Old LJ, 
Pfreundschuh M: Expression of SSX genes in human tumors. Int J Cancer 1998, 77:19-23. 
[229] Gordon-Thomson C, Mason RS, Moore GP: Regulation of epidermal growth factor 
receptor expression in human melanocytes. Experimental dermatology 2001, 10:321-8. 
87 
 
[230] Gordon-Thomson C, Jones J, Mason RS, Moore GP: ErbB receptors mediate both 
migratory and proliferative activities in human melanocytes and melanoma cells. Melanoma 
Res 2005, 15:21-8. 
 
 
 
 
 
 
 
 
 
